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MAIL STOP APPEAL BRIEF - PATENTS 

Commissioner for Patents 
P.O. Box 1450 

Alexandria, Virginia 11413-1450 



Dear Sir: 

This Appeal Brief, filed in connection with the above captioned patent application, is 
responsive to the Final Office Action mailed on June 15, 2005. A Notice of Appeal was filed 
herein on September 15, 2005. A request for a four month extension of time is requested 
herewith. Appellants hereby appeal to the Board of Patent Appeals and Interferences fi-om the 
final rejection in this case. 

The following constitutes the Appellants* Brief on Appeal. 
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L REAL PARTY IN INTEREST 

The real party in interest is Genentech, Inc., South San Francisco, California, by an 
assignment of the parent application, U.S. Patent Application Serial No. 09/665,350 recorded 
July 9, 2001, at Reel 01 1964 and Frame 0181. The present application is a continuation of U.S. 
Serial No. 09/665,350. 

IL RELATED APPEALS AND INTERFERENCES 

The claims pending in the current application are directed to a polypeptide referred to 
herein as "PR0317". There exists one related patent application, U.S. Serial No. 09/906,760, 
filed November 19, 2001 (containing claims directed to nucleic acids encoding PR0317 
polypeptides). 

III. STATUS OF CLAIMS 

Claims 44-46 and 49-5 1 are in this application. 
Claims 1-44 and 47-48 have been canceled. 

Claims 44-46 and 49-51 stand rejected and Appellants appeal the rejection of these 

claims. 

A copy of the rejected claims in the present Appeal is provided as Appendix A. 

IV. STATUS OF AMENDMENTS 

There were no amendments submitted after the final rejection mailed December 23, 2004. 
All previous amendments have been entered. 

V. SUMMARY OF CLAIMED SUBJECT MATTER 

The invention claimed in the present application is related to an isolated polypeptide 
comprising the amino acid sequence of the polypeptide of SEQ ID NO: 1 14, referred to in the 
present application as "PR0317." The PR0317 gene was shown for the first time in the present 
application to be significantly amplified in human lung cancers as compared to normal, 
non-cancerous human tissue controls (Example 92). This feature is specifically recited in claim 
124, and carried by all claims dependent from claim 44. In addition, the invention also claims 
the amino acid sequence of the polypeptide of SEQ ID NO: 114, lacking its associated signal- 
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peptide; or the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 203025 (Claim 44-46 and 49). 
The invention is further directed to a chimeric polypeptide comprising one of the above 
polypeptides fused to a heterologous polypeptide (Claim 50), and to a chimeric polypeptide 
wherein the heterologous polypeptide is an epitope tag or an Fc region of an immunoglobuHn 
(Claim 51). The preparation of chimeric PRO polypeptides (claims 50 and 51), including those 
wherein the heterologous polypeptide is an epitope tag or an Fc region of an immunoglobulin, is 
set forth in the specification at page 74, lines 23 to page 75, line 5. Examples 53-56, pages 192- 
199, describe the expression of PRO polypeptides in various host cells, including E. coli, 
mammalian cells, yeast and Baculo virus-infected insect cells. 

The amino acid sequence of the 'TR0317" polypeptide and the nucleic acid sequence 
encoding this polypeptide (referred to in the present application as "DNA33461-1 199") are 
shown in the present specification as SEQ ID NOs: 1 14 and 1 13, respectively, and in Figures 42 
and 41, described on page 60, lines 30-33. The full-length PR0317 polypeptide having the 
amino acid sequence of SEQ ID N0:1 14 is described in the specification at, for example, on 
page 15, page 41 and pages 103-104, page 133, line 16 to page 135, line 18 and the isolation of 
cDNA clones encoding PR0317 of SEQ ID N0:1 14 is described in Example 18, page 162 of the 
specification. The specification discloses that various portions of the PR0317 polypeptide 
possess significant sequence similarity to EBAF which is expressed in the late secretory phase of 
endometrial bleeding and belongs to the TGF-/3 superfamily of proteins and PR0317 
polypeptides and compositions thereof maybe useful in diagnosing and treating abnormal 
bleeding conditions in the endometrium for instance (see, for example, page 16-17 and page 133, 
line 16 to page 135, line 18 and Example 18). 

Finally, Example 92, in the specification at page 222, line 26, to page 235, line 3, sets 
forth a 'Gene Amplification assay* which shows that the PR0317 gene is amplified in the 
genome of certain human lung cancers (see Table 9B, page 231). The profiles of various primary 
lung and colon tumors used for screening the PRO polypeptide compounds of the invention in 
the gene amplification assay are summarized on Table 8, page 227 of the specification. 
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VL GROUNDS OF REJECTION TO BE REVIEWED ON APPEAL 

1 . Whether International Apphcation PCT/US98/1 8824, filed September 1 0, 1 998 
satisfies the utility/ enablement requirement under 35 U.S.C. §101/1 12, first paragraph and 
whether the instant Claims 44-46 and 49-51 are entitled to the priority of Apphcation 
PCT/US98/18824. 

2. Whether Claims 44-46 and 49-51 are anticipated under 35 U.S.C. §102(a) by 
Ruben et aL, WO 99/09198 (February 1999). 

VIL ARGUMENTS 

Summary of the Arguments 

Issue 1 : Priority 

The sole basis for the Examiner's rejection of the priority date of earlier filed 
Application, PCT/US98/18824 (September 10, 1998) is because the subject matter presented in 
this earlier specification is allegedly insufficient under 35 U.S.C. § 1 12, first paragraph. 

Since the 'how to use' prong of the enablement requirement under 35 U.S.C. §112, first 
paragraph incorporates, as a matter of law, a requirement that the specification disclose a 
practical utility for the claimed invention the utihty requirements under 35 U.S.C. §101 are 
discussed. 

Appellants have previously submitted that patentable utility for the PR03 1 7 
polypeptides is based upon the gene ampUfication data for the gene encoding the PR0317 
polypeptide. The specification discloses that the gene encoding PR0317 showed significant 
amplification, ranging fi-om 2,028 to 6.774-fold in 8 different lung primary tumors and fi-om 2.06 
to 6.73-fold in 6 different colon primary tumors . Appellants submit that the PR03 17 
polypeptide is useful as a marker for the diagnosis of lung or colon cancer , and for monitoring 
cancer development and/or for measuring the efficacy of cancer therapy. 

While the Examiner agrees and says that "(t)he examiner is not arguing that a correlation 
between PR0317 gene amplification and (PR0317) polypeptide expression does not exist" 
"(Page 2, last few lines through page 3 of the Final Office Action mailed June 15, 2005), he 
adds, based on Permica et al, Haynes et al and Hancock et al that "the analysis of protein 
products is essential because protein expression levels are not predictable firom the mRNA 
expression levels" (Page 5, lines 11-12 of the Final Office Action mailed June 15, 2005). 
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Appellants submit that the teachings of Pennica et al, Haynes et ai and Hancock et al 
do riot conclusively establish a prima facie case for lack of utility because the references are 
either not contrary to the Appellants' arguments or actually lend support to the Appellants' 
position, as explained in detail below. 

In addition, Appellants have submitted ample evidence to show that, in general, if a gene 
is amplified in cancer, it is more likely than not that the encoded protein will be expressed at an 
elevated level. First, the articles by Omtoft et ai, Hyman et al, and Pollack et al (made of 
record in Appellants* Response filed June 28, 2004) collectively teach that in general gene 
amplification increases mRNA expression . Second, the Declaration of Dr. Paul Polakis (made of 
record in Appellants' Response filed June 28, 2004), principal investigator of the Tumor Antigen 
Project of Genentech, Inc., the assignee of the present application, shows that, in general there is 
a correlation between mRNA levels and polypeptide levels . Appellants further note that the sale 
of gene expression chips to measure mRNA levels is a highly successful business, with a 
company such as Affymetrix recording 168.3 miUion dollars in sales of their GeneChip arrays in 
2004. Clearly, the research community believes that the information obtained fi-om these chips is 
useful (i.e., that it is more likely than not informative of the protein level). 

Taken together, although there are some examples in the scientific art that do not fit 
within the central dogma of molecular biology that there is a correlation between DNA, mRNA, 
and polypeptide levels, these instances are exceptions rather than the rule . In the majority of 
amplified genes , as exemplified by Omtoft et al, Hyman et al, Pollack et al, the Polakis 
Declaration and the widespread use of array chips, the teachings in the art overwhebningly show 
that gene amplification influences gene expression at the mRNA and protein levels . Therefore, 
one of skill in the art would reasonably expect in this instance, based on the amplification data 
for the PROS 17 gene, that the PROS 17 polypeptide is concomitantly overexpressed. Thus, the 
claimed PROS 1 7 polypeptides also have utility in the diagnosis of lung or colon cancer. 

Appellants fiirther submit that even if there is no correlation between gene amplification 
and increased mRNA/protein expression, (which Appellants expressly do not concede), a 
polypeptide encoded by a gene that is amplified in cancer would still have a specific, substantial, 
and credible utility. Appellants submit that, as evidenced by the Ashkenazi Declaration and the 
teachings of Hanna and Momin (both made of record in Appellants' Response filed June 28, 
2004), simultaneous testing of gene amplification and gene product over-expression enables 



more accurate tumor classification , even if the gene-product, the protein, is not over-expressed. 
This leads to better determination of a suitable therapy for the tumor, as demonstrated by a real- 
world example of the breast cancer marker HER-2/neu. Accordingly, Appellants submit that 
when the proper legal standard is applied, one should reach the conclusion that the present 
application discloses at least one patentable utility for the claimed PR0317 polypeptides. 

Therefore, Appellants submit that the earlier filed Application PCT/US98/ 18824 
(September 10, 1998) satisfies 35 U.S.C. § 112, first paragraph and the present application is 
entitled to the earlier filing date of September 10, 1998. 

Issue 2: Anticipation bv Ruben et al. WO99/09198 ^ 

The instant application claims PROS 17 polypeptides. As discussed above, the present 
application is entitled to the earlier filing date of September 10, 1998 and therefore, Ruben et 
al, WO99/09198, dated February 1999, is not prior art for the instant appUcation. Thus the 
instant claims are not anticipated by Ruben et aL 

These arguments are all discussed in further detail below imder the appropriate headings. 
Response to Rejections 

ISSUE 1. International Application PCT/US98/18824 Satisfies the Utility Requirement of 
35 U.S.C. $ 101 / § 112. First Paragraph based on the results of the gene amplification assay 

The sole basis for the Examiner's rejection of Claims 44-46 and 49-5 1 under this section 
is that the data presented in the earUer filed Apphcation, PCTAJS98/1 8824 (September 10, 1998) 
is allegedly insufficient under 35 U.S.C. § 1 12, first paragraph. Since the 'how to use' prong of 
the enablement requirement under 35 U.S.C. §112, first paragraph incorporates, as a matter of 
law, a requirement that the specification disclose a practical utility for the claimed invention the 
utility requirements under 35 U.S.C. §101 are discussed. 

Appellants strongly disagree and respectfiilly traverse the rejection. 



A. The Legal Standard For Utility Under 35 U.S.C. § 101 

According to 35 U.S.C § 101: 



Whoever invents or discovers any new and useful process, machine, manufacture, or 
composition of matter, or any new and useful improvement thereof, may obtain a patent 
therefor, subject to the conditions and requirements of this title. (Emphasis added.) 
In interpreting the utihty requirement, in Brenner v. Manson the Supreme Court held 

that the quid pro quo contemplated by the U.S. Constitution between the public interest and the 

interest of the inventors required that a patent applicant disclose a "substantial utiHty" for his or 

2 

her invention, i.e. a utility "where specific benefit exists in currently available form." The Court 
concluded that "a patent is not a hunting license. It is not a reward for the search, but 
compensation for its successful conclusion. A patent system must be related to the world of 

commerce rather than the realm of philosophy."^ 

4 

Later, in Nelson v. Bowler the C.C.P.A. acknowledged that tests evidencing 
pharmacological activity of a compound may establish practical utility, even though they may 
not establish a specific therapeutic use. The court held that "since it is crucial to provide 
researchers with an incentive to disclose pharmaceutical activities in as many compounds as 
possible, we conclude adequate proof of any such activity constitutes a showing of practical 

utihty."^ 

In Cross v, lizuka the C.A.F.C. reaffirmed Nelson, and added that in vitro results might 
be sufficient to support practical utility, explaining that "m vitro testing, in general, is relatively 
less complex, less time consuming, and less expensive than in vivo testing. Moreover, in vitro 
results with the particular pharmacological activity are generally predictive of m vivo test results, 
i.e. there is a reasonable correlation there between."^ The court perceived "No insurmountable 

^ Brenner V, Manson, 383 U.S. 519, 148 U.S.P.Q. (BNA) 689 (1966). 
^ Id. at 534, 148 U.S.P.Q. (BNA) at 695. 
^ Id at 536, 148 U.S.P.Q. (BNA) at 696. 

' Nelson v. Bowler, 626 F.2d 853, 206 U.S.P.Q. (BNA) 881 (C.C.P.A. 1980). 
^ Id, at 856, 206 U.S.P.Q. (BNA) at 883. 

^ Cross V, lizuka, 753 F.2d 1047, 224 U.S.P.Q. (BNA) 739 (Fed. Cir. 1985). 

^ Id. at 1050, 224 U.S.P.Q. (BNA) at 747. 
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difficulty" in finding that, under appropriate circumstances, "in vitro testing, may establish a 

8 

practical utility." 

The case law has also clearly estabUshed that Appellants' statements of utility are usually 

9 

sufficient, unless such statement of utility is unbehevable on its face. The PTO has the initial 
burden to prove that Appellants' claims of usefulness are not believable on their face. In 
general, an Applicant's assertion of utility creates a presumption of utility that will be sufficient 
to satisfy the utility requirement of 35 U.S.C. §101, "unless there is a reason for one skilled in 

II 12 

the art to question the objective truth of the statement of utility or its scope." ' 

Comphance with 35 U.S.C. §101 is a question of fact.^'^ The evidentiary standard to be 
used throughout ex parte examination in setting forth a rejection is a preponderance of the 

14 

totality of the evidence under consideration. Thus, to overcome the presumption of truth that 
an assertion of utility by the applicant enjoys, the Examiner must establish that it is more likely 
than not that one of ordinary skill in the art would doubt the truth of the statement of utility. 
Only after the Examiner made a proper prima facie showing of lack of utility, does the burden of 
rebuttal shift to the applicant. The issue will then be decided on the totality of evidence. 



^ In re Gazave, 379 F.2d 973, 154 U.S.P.Q. (BNA) 92 (C.C.P.A. 1967). 

In reLanger, 503 F.2d 1380,1391, 183 U.S.P.Q. (BNA) 288, 297 (C.C.P.A. 1974). 

See also In re Jolles, 628 F.2d 1322, 206 USPQ 885 (C.C.P.A. 1980); In re Irons, 340 
F.2d 974, 144 USPQ 351 (1965); In re Sichert, 566 F.2d 1154, 1 159, 196 USPQ 209, 212-13 
(C.C.P.A. 1977). 

Raytheon v. Roper, 724 F.2d 951, 956, 220 U.S.P.Q. (BNA) 592, 596 (Fed. Cir. 1983) 
cert, denied, 469 US 835 (1984). 

In re Oetiker, 977 F.2d 1443, 1445, 24 U.S.P.Q.2d (BNA) 1443, 1444 (Fed. Cir. 

1992). 

8 



The well established case law is clearly reflected in the Utility Examination Guidelines 
("Utility Guidelines'')^^, which acknowledge that an invention complies with the utility 
requirement of 35 U.S.C. §101, if it has at least one asserted "specific, substantial, and credible 
utility" or a "well-established utility." Under the Utility Guidelines, a utility is "specific" when 
it is particular to the subject matter claimed. For example, it is generally not enough to state that 
a nucleic acid is useful as a diagnostic without also identifying the conditions that are to be 
diagnosed. 

In explaining the "substantial utilit/' standard, M.P.E.P. §2107.01 cautions, however, 
that Office persormel must be careful not to interpret the phrase "immediate benefit to the 
public" or similar formulations used in certain court decisions to mean that products or services 
based on the claimed invention must be "currently available" to the public in order to satisfy the 
utility requirement. "Rather, any reasonable use that an applicant has identified for the invention 
that can be viewed as providing a public benefit should be accepted as sufficient, at least with 
regard to defining a 'substantial' utility."^^ Indeed, the Guidelines for Examination of 

17 

Applications for Compliance With the Utility Requirement, gives the following instruction to 
patent examiners: "If the applicant has asserted that the claimed invention is useful for any 
particular practical purpose . . . and the assertion would be considered credible by a person of 
ordinary skill in the art, do not impose a rejection based on lack of utility." 

B. Proper Application of the Legal Standard 

Appellants respectfully submit that the data presented in Example 92 starting on page 222 
of the priority application and the cumulative evidence of record, which underlies the current 
dispute, indeed support a "specific, substantial and credible" asserted utility for the presently 
claimed invention. 

Patentable utility for the PROS 17 polypeptides is based upon the gene ampHfication data 
for the gene encoding the PR0317 polypeptide. Example 92 describes the results obtained using 

66 Fed. Reg. 1092 (2001). 
M.P.E.P. §2107.01. 
M.P.E.P. §2107 II (B)(1). 

9 
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a very well-known and routinely employed polymerase chain reaction (PCR)-based assay, the 
TaqMan™ PGR assay, also referred to herein as the gene ampUfication assay. This assay allows 
one to quantitatively measure the level of gene amplification in a given sample, say, a tumor 
extract, or a cell line. It was well knovm in the art at the time the invention was made that gene 
amplification is an essential mechanism for oncogene activation. Appellants isolated genomic 
DNA from a variety of primary cancers and cancer cell lines that are listed in Table 9 (pages 222 
onwards of the specification), including primary lung and colon cancers of the type and stage 
indicated in Table 8 (page 227). The tumor samples were tested in tripHcates with Taqman™ 
primers and with intemal controls, beta-actin and GADPH in order to quantitatively compare 
DNA levels between samples (page 229). As a negative control, DNA was isolated fi*om the 
cells of ten normal healthy individuals, which was pooled and used as a control (page 222, lines 
28-29). The results of TaqMan™ PGR are reported in ACt units, as explained in the passage on 
page 222, lines 37-39. One unit corresponds to one PGR cycle or approximately a 2-fold 
amplification, relative to control, two units correspond to 4-fold, 3 units to 8-fold amplification 
and so on . Using this PGR-based assay. Appellants showed that the gene encoding for PR0317 
was amplified, that is, it showed approximately 1.02-2.76 AGt units for lung tumors and 1.04- 
2.75 AGt units for colon tumors, which corresponds to 2**^^ -2 fold amplification in lung or to 
21.04 2 2.75_ ^^jj amplification in colon tumors; that is 2.028 to 6.774-fold in 8 different hing 
primary tumors and from 2.06 to 6.73-fold in 6 different colon primary tumors, which would be 
considered significant and credible by one skilled in the art. Therefore, the PR03 1 7 gene and 
the PR0317 polypeptide are important diagnostic markers to identify such malignant lung or 
colon cancers. 

The Examiner says that "(O^e examiner is not arguing that a correlation between 

PR0317 gene ampUfication and (PR0317) polypeptide expression does not exist" "(Page 2, last 

few lines through page 3 of the Final Office Action mailed June 15, 2005). Thus, the Examiner 

seems to agree that a correlation exists between DNA and protein expression levels in general. 

But the Examiner points out that, 

"the present specification fails to disclose what that correlation is or the significance of 
any such correlation. The specification fails to disclose enough information about the 
invention to make its usefulness immediately apparent to those familiar with the 
technological field of the invention, (page 2, last line to page 3, line 3)" 
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The Examiner adds that "Pennica is evidence that not all gene amplifications are associated 
with overexpression of the corresponding gene product and that the skilled artisan would not 
have appreciated that PR0317 gene amplification without more (emphasis added). 

Appellants strongly disagree. Appellants submit that the Examiner applied an improper 
legal standard when making this rejection. The evidentiary standard to be used throughout ex 
parte examination of a patent application is a preponderance of the totality of the evidence under 
consideration. Thus, to overcome the presumption of truth that an assertion of utility by the 
applicant enjoys, the Examiner must establish that it is more likelv than not that one of ordinary 
skill in the art would doubt the truth of the statement of utility. Only after the Examiner has 
made a proper prima facie showing of lack of utility, does the burden of rebuttal shift to the 
applicant. Accordingly, it is not a legal requirement to establish a necessary correlation between 
an increase in the copy number of the DNA and protein expression levels nor is it imperative to 
find evidence that DNA amplification is "necessarily" or "always" associated with 
overexpression of the gene product. Appellants respectfiiUy submit that when the proper 
evidentiary standard is applied, a correlation must be acknowledged. 

First of all, the teachings of Pennica et al are specific to WISP genes, a specific class of 
closely related molecules. Pennica et al showed that there was good correlation between DNA 
and mRNA expression levels for the WISP-l gene but not for WISP'2 and WISPS genes. But, 
the fact that in the case of closely related molecules, there seemed to be no correlation between 
gene amplification and the level of mRN A/protein expression does not establish that it is more 
likely than not, in general, that such correlation does not exist. As discussed above, the standard 
is not absolute certainty . Pennica et al has no teaching whatsoever about the correlation of gene 
amplification and protein expression for genes in general . Indeed, the working hypothesis 
among those skilled in the art is that, if a gene is amplified in cancer, the encoded protein is 
likely to be expressed at an elevated level. In fact, as noted even in Pennica et al, "[a]n analysis 
of WISP'l gene amplification and expression in human colon tumors showed a correlation 
between DNA amplification and over-expression ..." (Pennica et al, page 14722, left column, 
first full paragraph, emphasis added). Accordingly, Appellants respectfiiUy submit that Pennica 
et al teaches nothing conclusive regarding the absence of correlation between gene amplification 
and over-expression of mRNA or polypeptides in most genes, in general. 
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The Examiner adds that "Haynes et al and Hancock et al provide evidence that Dr. 
Polakis' asserted dogma is not absolutely true" (Page 4, line 1 of the Final Office Action mailed 
June 15,2005). 

First, regarding the non-acceptance of the Polakis and other declarations by the 
Examiner, Appellants respectfully draw the Examiner's attention to case law that clearly 
establishes that in considering affidavit evidence, the Examiner must consider all of the evidence 
of record anew {In re Rinehart, 531 F.2d 1084, 189 USPQ 143 (C.C.P.A. 1976) and In re 
PiaseckU 745 F.2d. 1015, 226 USPQ 881 (Fed. Cir. 1985)). "After evidence or argument is 
submitted by the applicant in response, patentability is determined on the totality of the record, 
by a preponderance of the evidence with due consideration to persuasiveness of argument" {In re 
Alton, 31 USPQ2d 1578 (Fed. Cir 1966) at 1584 quoting /n re Oetiker, 977 F.2d 1443, 1445, 24 
USPQ2d 1443, 1444 (Fed. Cir. 1992)). Furthermore, the Federal Court of Appeals held in In re 
Alton, "We are aware of no reason why opinion evidence relating to a fact issue should not be 
considered by an examiner" {In re Alton, supra.). Appellants further draw the Examiner's 
attention to the Utility Examination Guidelines (Part IIB, 66 Fed. Reg. 1098 (2001)) which 
states, 

"Office personnel must accept an opinion from a qualified expert that is based upon 
relevant facts whose accuracy is not being questioned; it is improper to disregard the 
opinion solely because of a disagreement over the significance or meaning of the facts 
offered." 

The statement in question from the Polakis Declaration that "it is my considered scientific 
opinion that for human genes, an increased level of mRNA in a tumor cell relative to a normal 
cell typically correlates to a similar increase in abundance of the encoded protein in the tumor 
cell relative to the normal cell" is based on his own experimental findings, which is clearly set 
forth in the Declaration. Further, Appellants add that the teachings of Ashkenazi were supported 
by the Her-2/neu gene example in Hanna and Momin. Accordingly, the fact-based conclusions 
of Dr. Polakis and Dr. Ashkenazi would be considered reasonable and accurate by one skilled in 
the art. 

Regarding Haynes, the Examiner quotes Haynes as follows: 

"These results suggest that even for a population of genes predicted to be relatively 
homogenous , the protein levels cannot be accurately predicted from the level of the 
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corresponding mRNA transcript" (page 1863, left column, full paragraph 1) ( Final 
Office action, page 4, last paragraph). 

Therefore the Examiner concludes that protein levels cannot be accurately predicted from the 
level of the corresponding mRNA transcript. 

First of all, Appellants submit that it is not a legal requirement to accurately predicted 
from the level of the corresponding mRNA transcript or to establish a necessary or "strong" 
correlation between an increase in the DNA/ mRNA copy number and protein expression levels 
for an assertion'of utility, nor is it imperative to find evidence that DNA amplifications are 
always associated with overexpression of the gene product. Instead, the question is whether it is 
more likely than not that a person of ordinary skill in the art would recognize a positive 
correlation. 

Contrary to the Examiner's reading, Haynes et al teaches that "there was a general trend 
but no strong correlation between protein [expression] and transcript levels" (Emphasis added). 
For example, in Figure 1, there is a positive correlation between mRNA and protein levels 
amongst most of the 80 yeast proteins studied. In fact, very few data points deviated or scattered 
away from the expected normal and no data points showed a negative correlation between 
mRNA and protein levels (/.e, an increase in mRNA resulted in a decrease in protein levels). 
Haynes et al notes that their analysis focused on the 80 most abundant proteins in the yeast 
lysate (page 1867). Haynes et al states "since many important regulatory proteins are present 
only at low abundance, these would not be amenable to analysis" (page 1867). Haynes et al 
compared the protein expression levels of these naturally abundant proteins to mRNA expression 
levels from published SAGE frequency tables, (page 1863). Thus, contrary to the Examiner's 
position, the Haynes data actually supports Polakis' statement that, in general a positive 
correlation exists between mRNA and protein levels (even though the correlation may not be 
linear and hence, the data cannot be used to accurately predict protein levels or amounts). The 
Haynes data in fact, meets the "more likely than not" utihty standard since it studied 80 proteins 
and showed "a general positive trend" or increase in protein levels for most of the 80 proteins 
with corresponding mRNA increases. 

Therefore, when the proper legal standard is used, a prima facie case of lack of utility has 
not been met based on the cited references Haynes et al Indeed, the working hypothesis among 
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those skilled in the art is that, if a gene is amplified in cancer, the encoded protein is likely to be 
expressed at an elevated level. 

Further, Appellants submit that the Hancock reference cited by the Examiner does not 
provide evidence that Dr. Polakis' statements are not absolutely true. Hancock discusses the need 
for high-quality biomarkers in the genomics and proteomics era and the need for a "consensus- 
building process" and "consolidation of different Usts of biomarkers". While the editorial 
indicates that the markers generated by proteomics are not always consistent v^ith markers 
identified by expression profiling, which possibly reflects methodological differences between 
expression and proteomic studies, the statements in the editorial by no means provide evidence 
that Dr. Polakis' statements are not absolutely true. In fact, the statements in the editorial indicate 
the importance for proteomics (and protein markers generated thereof) in the third paragraph: "I 
think many people in the proteomics community would agree that federal granting agencies 
should be enticed to continue investments in basic proteomics technology." Thus in fact, 
Hancock provides evidence that biomarkers like PR0317 are useful, and in fact desirable, 
provided there is a push towards a consoUdated list of biomarkers (which is outside the scope of 
the utility requirement). Thus, Appellants respectfully point out that the Hancock reference in 
fact supports utility for protein markers despite seeming discrepancies between expression and 
proteomic studies. 

On the contrary, Appellants submit that gene amplification assay in the specification 
further discloses that, "(a)mplification is associated with overexpression of the gene product, 
indicating that the polypeptides are useful targets for therapeutic intervention in certain cancers 
such as colon, lung, breast and other cancers and diagnostic determination of the presence of 
those cancers" (emphasis added). Besides, Appellants have submitted ample evidence (discussed 
below) to show that, in general, if a gene is amplified in cancer, it is "more likely than not" likely 
that the encoded protein will also be expressed at an elevated level. 

For support. Appellants presented the articles by Omtofl et al, Hyman et al, and Pollack 
et al. (made of record in Appellants' Response filed June 28, 2004), who collectively teach that 
in general, for most genes, DNA amplification increases mRNA expression . The results 
presented by Omtoft et al, Hyman et al, and Pollack et al are based upon wide ranging 
analyses of a large number of tumor associated genes. Omtofl et al studied transcript levels of 
5600 genes in mahgnant bladder cancers, many of which were linked to the gain or loss of 
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chromosomal material, and foimd that in general (18 of 23 cases) chromosomal areas with more 
than 2-fold gain of DNA showed a corresponding increase in mRNA transcripts. Hyman et al 
compared DNA copy numbers and mRNA expression of over 12,000 genes in breast cancer 
tumors and cell lines, and found that there was evidence of a prominent global influence of copy 
number changes on gene expression levels. In Pollack et al, the authors profiled DNA copy 
number alteration across 6,691 mapped human genes in 44 predominantly advanced primary 
breast tumors and 10 breast cancer cell lines, and found that on average, a 2-fold change in DNA 
copy number was associated with a corresponding 1.5-fold change in mRNA levels. In summary, 
the evidence supports the Appellants' position that gene amplification is more likely than not 
predictive of increased mRNA and polypeptide levels. 

Second, the Declaration of Dr. Paul Polakis (made of record in Appellants' Response 
filed June 28, 2004), principal investigator of the Tumor Antigen Project of Genentech, Inc., the 
assignee of the present application, explains that in the course of Dr. Polakis* research using 
microarray analysis, he and his co-workers identified approximately 200 gene transcripts that are 
present in human tumor cells at significantly higher levels than in corresponding normal human 
cells. Appellants submit that Dr. Polakis* Declaration was presented to support the position that 
there is a correlation between mRNA levels and polypeptide levels, the correlation between gene 
amplification and mRNA levels having already been established by the data shown in the Omtoft 
et al, Hyman et al, and Pollack et al articles. Appellants further emphasize that the opinions 
expressed in the Polakis Declaration, including in the above quoted statement, are all based on 
factual findings. For instance, antibodies binding to about 30 of these tumor antigens were 
prepared, and mRNA and protein levels were compared. In approximately 80% of the cases , the 
researchers found that increases in the level of a particular mRNA correlated with changes in the 
level of protein expressed fi^om that mRNA when human tumor cells are compared with their 
corresponding normal cells . Therefore, Dr. Polakis' research, which is referenced in his 
Declaration, shows that, in general, there is a correlation between increased mRNA and 
polypeptide levels . 

Appellants further note that the sale of gene expression chips to measure mRNA levels is 
a highly successfiil business, with a company such as Affymetrix recording 168.3 million dollars 
in sales of their GeneChip® arrays in 2004. Cleariy, the research community believe that the 
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information obtained from these chips is useful (i.e., that it is more likely than not that the results 
are informative of protein levels). 

Taken together, all of the submitted evidence supports the Appellants' position that, in the 
majority of amplified genes , increased gene amplification levels, more likely than not, predict 
increased mRNA and polypeptide levels, which clearly meets the utility standards described 
above. Hence, one of skill in the art would reasonably expect that, based on the gene 
amplification data of the PROS 17 gene, the PR0317 polypeptide is concomitantly overexpressed 
in the lung or colon tumors studied as well. 

Appellants further submit that, even if there were no correlation between gene 
amplification and increased mRNA/protein expression, (which Appellants expressly do not 
concede), a polypeptide encoded by an amplified gene in cancer would still have a specific, 
substantial, and credible utility as explained below. As the Declaration of Dr. Avi Ashkenazi 
(submitted with Appellants* Response filed June 28, 2004) explains: 

"even when amplification of a cancer marker gene does not result in significant over- 
expression of the corresponding gene product, this very absence of gene product over- 
expression still provides significant information for cancer diagnosis and treatment." 

Thus, even if over-expression of the gene product does not parallel gene amplification in 
certain tumor types, parallel monitoring of gene amplification and gene product over-expression 
enables more accurate tumor classification and hence better determination of suitable therapy. In 
addition, absence of over-expression is crucial information for the practicing clinician. If a gene 
is amplified in a tumor, but the corresponding gene product is not over-expressed, the clinician 
will decide not to treat a patient with agents that target that gene product. This not only saves 
money, but also has the benefit that the patient can avoid exposure to the side effects associated 
with such agents. 

This utility is further supported by the teachings of the article by Hanna and Momin. 

(Pathology Associates Medical Laboratories, August (1999), submitted with the Response filed 

June 28, 2004). The article teaches that the HER-2/neu gene has been shown to be amplified 

and/or over-expressed in 10%-30% of invasive breast cancers and in 40%-60% of intraductal 

breast carcinomas. Further, the article teaches that diagnosis of breast cancer includes testing 

both the amplification of the HER-2/neu gene (by FISH) as well as the over-expression of the 

HER-2/neu gene product (by IHC). Even when the protein is not over-expressed, the assay 
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relying on both tests leads to a more accurate classification of the cancer and a more effective 
treatment of it. 

Thus, based on the asserted utility for PROS 17 in the diagnosis of selected lung or colon 
tumors, the reduction to practice of the instantly claimed protein sequence of SEQ ID NO: 1 14 in 
the present application (also see page 15, page 41 and pages 103-104, page 133, line 16 to page 
135, line 18 and also pages 16-17 and page 133, line 16 to page 135, line 18 and Example 18), 
the step-by-step preparation of chimeric PRO polypeptides, including those wherein the 
heterologous polypeptide is an epitope tag or an Fc region of an immunoglobulin (page 74, lines 
23 to page 75, line 5), the description of the expression of PRO polypeptides in various host 
cells, including E. coli, manraialian cells, yeast and Baculovirus-infected insect cells at least in 
Examples 53-56, pages 192-199, the disclosure of the step-by-step protocol for the preparation, 
isolation and detection of monoclonal, polyclonal and other types of antibodies against the 
PR0317 protein in the specification (monoclonal and polyclonal antibodies at page 139, line 32, 
to page 141, line 13; humanized antibodies at page 141, line 15, to page 142, line 16; antibody 
fragments at page 143, line 8 onwards; labeled antibodies at pages 144-145; hne 16 onwards and 
page 146, line 33 to page 147, Une 6) and the disclosure of the gene amplification assay in 
Example 92, the skilled artisan would know exactly how to make and use the claimed antibodies 
for the diagnosis of lung and colon cancers. Appellants submit that based on the detailed 
information presented in the specification and the advanced state of the art in oncology, the 
skilled artisan would have found such testing routine and not 'undue.' 

Therefore, since the instantly claimed invention is supported by either a credible, specific 
and substantial asserted utility or a well-estabHshed utility based on the PCT/US98/18824 
specification and since it also clearly teaches one skilled in the art "how to make and use" the 
claimed invention without undue experimentation, Appellants respectfully request 
reconsideration and reversal of the determination of priority for Claims 44-46 and 49-51. 

ISSUE 2. Claims 44-46 and 49-51 are not anticipated by Ruben et aU WO99/09198 

Claims 44-46 and 49-51 remain rejected under 35 U.S.C. §102(a) as being anticipated by 

Ruben et al, WO99/09198 (February 1999). 

For the reasons discussed above, Appellants maintain that they are entitled to an effective 

filing date of September 10, 1998 based on a properly claimed priority to International 
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application PCT/US98/18824. Therefore, Ruben et al, WO99/09198, dated February 1999, is 
not prior art and the instant claims are not anticipated by Ruben et al. Accordingly, this rejection 
under 35 U.S.C. § 102(a) based on Ruben et al. should be withdrawn. 



CONCLUSION 



For the reasons given above. Appellants submit that present specification and the 
specification of PCT/US98/ 18824 filed on September 10, 1998 clearly describes and provides at 
least one patentable utility for the instantly claimed invention. Moreover, it is respectfully 
submitted that the present specification clearly teaches "how to use" the presently claimed 
polypeptide based upon this disclosed patentable utihty. Accordingly, Ruben et al, 
WO99/09198 is not prior art. As such, Appellants respectfully request reconsideration and 
reversal of the outstanding rejection of claims 44-46 and 49-51. 

The Commissioner is authorized to charge any fees which may be required, including 
extension fees, or credit any overpayment to Deposit Accoimt No. 08-1641 (referencing 
Attorney's Docket No. 39780-1618 P2C17 . 



HELLER EHRMAN LLP 

275 Middlefield Road 

Menlo Park, California 94025-3506 

Telephone: (650) 324-7000 

Facsimile: (650) 324-0638 



Respectfully submitted. 



Date: March 15, 2006 
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IX. CLAIMS APPENDIX 
Claims on Appeal 

44. An isolated polypeptide comprising: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 1 14; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 114, lacking its associated 
signal peptide; 

(c) the amino acid sequence of the polypeptide encoded by the full-length coding sequence 
of the cDNA deposited under ATCC accession number 209367, 

wherein, the nucleic acid encoding said polypeptide is amplified in lung or colon tumors. 

45. The isolated polypeptide of Claim 44 comprising the amino acid sequence of the 
polypeptide of SEQ ID NO: 1 14. 

46. The isolated polypeptide of Claim 44 comprising the amino acid sequence of the 
polypeptide of SEQ ID NO: 1 14, lacking its associated signal peptide. 

49. The isolated polypeptide of Claim 44 comprising the amino acid sequence of the 
polypeptide encoded by the full-length coding sequence of the cDNA deposited under 
ATCC accession number 209367. 

50. A chimeric polypeptide comprising a polypeptide according to Claim 44 fused to a 
heterologous polypeptide. 

5 1 . The chimeric polypeptide of Claim 50, wherein said heterologous polypeptide is an 
epitope tag or an Fc region of an inmiunoglobulin. 
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X. EVIDENCE APPENDIX 

1. Ruben et al, WO 99/09198 (February 1999). 

2. Pennica et al, "WISP genes are members of the connective tissue growth factor family 
that are up-regulated in Wnt-1 -transformed cells and aberrantly expressed in human colon 
tumors," Proc. Natl Acad, ScL USA 95:14717-14722 (1998). 

3. Declaration of Paul Polakis, Ph.D. under 35 C.F.R. 1.132. 

4. Declaration of Avi Ashkenazi, Ph.D. under 35 C.F.R. 1.132, with attached Exhibit A 
(Curriculum Vitae). 

5. Omtoft, T.F., et al., "Genome-wide Study of Gene Copy Numbers, Transcripts, and 
Protein Levels in Pairs of Non-Invasive and Invasive Human Transitional Cell Carcinomas," 
Molecular & Cellular Proteomics 1 :37-45 (2002). 

6. Hyman, E., et al., "Impact of DNA Amphfication on Gene Expression Patterns in Breast 
Cancer," Cancer Research 62:6240-6245 (2002). 

7. Pollack, J.R,, et al, "Microarray Analysis Reveals a Major Direct Role of DNA Copy 
Number Alteration in the Transcriptional Program of Human Breast Tumors," Proc, Natl Acad. 
ScL USA 99:12963-12968 (2002). 

8. Hanna et al., "HER-2/neu Breast Cancer Predictive Testing," Pathology Associates 
Medical Laboratories (1999). 

9. Haynes et al, "Proteome analysis: Biological assay or data archive?" Electrophoresis 
19:1862-1871 (1996). 

10. Hancock et al, "Do we have enough biomarkers" J. Proteome Res. 3(4): 685 (2004). 

Item 1 was made of record by the Examiner in the Office Action mailed September 9, 2003. 

Item 2 was made of record by the Examiner in the Office Action mailed December 29, 2003. 

Items 3-8 were submitted with Appellants' Response filed June 28, 2004, and were considered 
by the Examiner as indicated in the Office action mailed September 20, 2004. 



Items 9-10 were made of record by the Examiner in the Office Action mailed September 20, 
2004. 
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RELATED PROCEEDINGS APPENDIX 

None- no decision rendered by a Court or the Board in any related proceedings identified 
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Contributed by David Botstein and Arnold J. LcvinCy October 21, 1998 

ABSTRACT Wnt family members are critical to many 
developmental processes, and components of the Wnt signai- 
iiig pathway have been linked to tumorigenesis in fomilial and 
sporadic colon carcinomas. Here we report the identification 
of two genes, WISP-l and WISP'2, that are up*regulated in the 
mouse mammary epithelial cell line C57MG transformed by 
Wnt-1, but not by Wnt-4. Together with a third related gene, 
WISP'Sy these proteins define a subfamily of the connective 
tissue growth factor family. Two distinct systems demon- 
strated IVISP induction to be associated with the expression of 
VYnt-L These included (i) C57MG cells infected with a Wnt-1 
retroviral vector or expressing Wnt-1 under the control of a 
letracyline repressible promoter, and (ii) Wnt-1 transgenic 
mice. The WlSP-1 gene vt^s localized to human chromosome 
8q24,i-8q24»3. WISP-l genomic DNA was ampliHed in colon 
cancer cell lines and in human colon tumors and its RNA 
overexpressed (2- to >30-fold) in 84% of the tumors examined 
compared with patient-matched normal mucosa. WISPS 
mapped to chromosome 6q22-6q23 and also was overex- 
pressed (4- to >40-fold) in 63% of the colon tumors analyzed. 
In contrast, WISP-2 mapped to human chromosome 20ql2- 
20ql3 and its DNA was amplified, but RNA expression was 
reduced (2- to >30-fold) in 79% of the tumors. These results 
suggest that the ^YISP genes may be downstream of Wnt-1 
signaling and that aberrant levels of WISP expression in colon 
cancer may play a role in colon tumorigenesis. 



Wnt-1 is a member of an expanding family of cysteine-rich, 
glycosylated signaling proteins that mediate diverse develop- 
mental processes such as the control of cell proliferation, 
adhesion, cell polarity, and the establishment of cell fates (1, 
2). Wnt-1 originally was identified as an oncogene activated by 
the insertion of mouse mammary tumor virus in virus-induced 
mammary adenocarcinomas (3, 4). Although Wnt-1 is not 
expressed in the normal mammary gland, expression of Wnt-1 
in transgenic mice causes mammary tumors (5). 

In mammalian cells, Wnt family members initiate signaling 
by binding to the seven-transmembrane spanning Frizzled 
receptors and recruiting the cytoplasmic protein Dishevelled 
(Dsh) to the cell membrane (1, 2, 6). Dsh then inhibits the 
kinase activity of the normally constilutively active glycogen 
synthase kinase-3|3 (GSK-3i3) resulting in an increase in 
)3-catenin levels. Stabilized p^catenin interacts with the tran- 
scription factor TCF/Lefl, forming a complex that appears in 
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the nucleus and binds TCF/Lefl target DNA elements to 
activate transcription (7, 8), Other experiments suggest that 
the adenomatous polyposis coli (APQ tumor suppressor gene 
also plays an important role in Wnt signaling by regulating 
jS-catenin levels (9), A PC is phosphorylated by GSK-Sp, binds 
to p-catenin, and facilitates its degradation. Mutations in 
either APC or p-catenin have been associated with colon 
carcinomas and melanomas, suggesting these mutations con- 
tribute to the development of these types of cancer, implicating 
the Wnt pathway in tumorigenesis (1). 

Although much has been learned about the Wnt signaling 
pathway over the past several years, only a few of the tran- 
scriptionally activated downstream components activated by 
Wnt have been characterized. Those that have been described 
cannot account for ail of the diverse functions attributed to 
Wnt signaling. Among the candidate Wnt target genes are 
those encoding the nodal-related 3 gene, XnrSy a member of 
the transforming growth factor (TGF)-/5 superfamily, and the 
homeobox genes, engrailed^ goosecoid, twin (Xtwn), and siamois 
(2). A recent report also identifies c-myc as a target gene of the 
Wnt signaling pathway (10). 

To identify additional downstream genes in the Wnt signal- 
ing pathway that are relevant to the transformed cell pheno- 
type, we used a PCR-based cDNA subtraction strategy, sup- 
pression subtractive hybridization (SSH) (11), using RNA 
isolated from C57MG mouse mammary epithelial cells and 
C57MG cells stably transformed by a Wnt-1 retrovh-us. Over- 
expression of Wnt-1 in this ceil line is sufficient to induce a 
partially transformed pheriotype, characterized by elongated 
and refractUe cells that lose contact inhibition and form a 
multiiayered array (12, 13). We reasoned that genes differen- 
tially expressed between these two cell lines might contribute 
to the transformed phenotype. 

In this paper, we describe the cloning and characterization 
of two genes up-regulaled in Wnt-1 transformed cells, WISP- J 
and WISP-2, and a third related gene, WlSP-3. The W5i^ genes 
are members of the CCN family of growth factors, which 
includes connective tissue growth factor (CTGF), Cyr61, and 
nov, a family not previously linked to Wnt signaling. 

MATERIALS AND METHODS 

SSH. SSH was performed by using the PCR-Select cDNA 
Subtraction Kit (CLONTECH). Tester double-stranded 



Abbreviations: TGF, transforming growth factor; CTGF, connective 
tissue growth factor; SSH, suppression subtractive hybridization; 
VWC, von Willebrand factor type C module. 
Data deposition: The sequences reported in this paper have been 
deposited in the Genbank database (accession nos. AF100777, 
AF100778, AF100779, AF100780, and AF1O0781). 
tTo whom reprint requests should be addressed, e-mail: diane@gene. 
com. 
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cDNA was synthesized from 2 of polyCA)"*" RNA isolated 
from the C57MG/Wnt-1 cell line and driver cDNA from 2 ju-g 
of poly(A)^ RNA from the parent C57MG cells. The sub- 
tracted cDNA library was subcloned into a pGEM-T vector for 
further analysis. 

cDNA Library Screening, Clones encoding full-length 
mouse WISP'l were isolated by screening a XgtlO mouse 
embryo cDNA library (CLONTECH) with a 70-bp probe from 
the original partial clone 568 sequence corresponding to amino 
acids 128-169. Clones encoding full-length human WISP-l 
were isolated by screening AgtlO lung and fetal kidney cDNA 
libraries with the same probe at low stringency. Clones en- 
coding full-length mouse and human WlSP-l were isolated by 
screening a C57MG/Wnt-1 or human fetal lung cDNA library 
with a probe corresponding to nucleotides 1463-1512. Full- 
length cDNAs encoding WISP-3 were cloned from human 
bone marrow and fetal kidney libraries. 

Expression of Human WISP RNA* PCR amplification of 
first-strand cDNA was performed with human Multiple Tissue 
cDNA panels (CLONTECH) and 300 piM of each dNTP at 
94°C for 1 sec, 62'*C for 30 sec, 72*'C for 1 min, for 22-32 cycles. 
WISP and glyceraldehyde-3-phosphate dehydrogenase primer 
sequences are available on request. 

In Situ Hybridization. ^^P-labcled sense and antisense ribo- 
probes were transcribed from an 897-bp PCR product corre- 
sponding to nucleotides 601-1440 of mouse WISP-l or a 
294-bp PCR product corresponding to nucleotides 82-375 of 
mouse WISP-2. All tissues were processed as described (40). 

Radiation Hybrid Mapping. Genomic DNA from each 
hybrid in the Stanford G3 and Genebridge4 Radiation Hybrid 
Panels (Research Genetics, Huntsviile, AL) and human and 
hamster control DNAs were PCR-arapiified, and the results 
were submitted to the Stanford or Massachusetts Institute of 
Technology web servers. 

Cell Lines, Tumors, and Mucosa Specimens, Tissue speci- 
mens were obtained from the Department of Pathology (Uni- 
versity of Pittsburgh) for patients undergoing colon resection 
and from the University of Leeds, United Kingdom. Genomic 
DNA was isolated (Qiagen) from the pooled blood of 10 
normal human donors, surgical specimens, and the following 
ATCC human ceU lines: SW480, COLO 320DM, HT-29, 
WiDr, and SW403 (colon adenocarcinomas), SW620 (lymph 
node metastasis, colon adenocarcinoma), HCT 116 (colon 
carcinoma), SK-CO-1 (colon adenocarcinoma, ascites), and 
HM7 (a variant of ATCC colon adenocarcinoma cell line LS 
174T). DNA concentration was determined by using Hoechst 
dye 33258 intercalation f luorimetry. Total RNA was prepared 
by homogenization in 7 M GuSCN followed by centrifugation 
over CsCl cushions or prepared by using RNAzol. 

Gene Amplificalion and RNA Expression Analysis. Relative 
gene amplification and RNA expression of WISPs and c-myc in 
the cell lines, colorectal tumors, and normal mucosa were 
determined by quantitative PCR. Gene-specific primers and 
fluorogenic probes (sequences available on request) were 
designed and used to amplify and quantitate the genes. The 
relative gene copy number was derived by uLSing the formula 
2(^«) where ACt represents the difference in amplification 
cycles required to detect the WISP genes in peripheral blood 
lymphocyte DNA compared with colon tumor DNA or colon 
tumor RNA compared with normal mucosal RNA. The 
d-method was used for calculation of the SE of the gene copy 
number or RNA expression level. The R75jP-specific signal was 
normalized to that of the glyceraldehyde-3-phosphate dehy- 
drogenase housekeeping gene. All TaqMan assay reagents 
were obtained from Perkin-EImer Applied Biosystems. 

RESULTS 

Isolation of WISP-J and WISP-Z by SSH, To identify Wnt- 
1 -inducible genes, we used the technique of SSH using the 



mouse mammary epithelial cell line C57MG and C57MG cells 
that stably express Wnt-1 (11), Candidate differentially ex- 
pressed cDNAs (1,384 total) were sequenced. Thirty-nine 
percent of the sequences matched known genes or homo- 
logues, 32% matched expressed sequence tags, and 29% had 
no match. To confirm that the transcript was differentially 
expressed, semiquantitative reverse transcription-PCR and 
Northern analysis were performed by using mRNA from the 
C57MG and C57MG/Wnt-1 ceUs. 

Two of the cDNAs, WISP-l and WISP-2, were differentially 
expressed; being induced in the C57MG/Wnt-1 cell line, but 
not in the parent C57MG cells or C57MG cells overexpressing 
Wnt-4 (Fig. 1 A and B). Wnt-4, unlike Wnt-1, does not induce 
the morphological transformation of C57MG cells and has no 
effect on ^catenin levels (13, 14). Expression of WlSP-I was 
up-regulated approximately 3-fold in the C57MG/Wnt-1 cell 
line and WISP-l by approximately 5-fold by both Northern 
analysis and reverse transcription-PCR. 

An independent, but similar, system was used to examine 
WISP expression after Wnt-1 induction. C57MG cells express- 
ing the Wni'I gene under the control of a tetracycline- 
repressible promoter produce low amounts of Wnt-1 in the 
repressed state but show a strong induction of Wnt-l mRNA 
and protein within 24 hr after tetracycline removal (8). The 
levels of Wnt-1 and WISP RNA isolated from these cells at 
various times after tetracycline removal were assessed by 
quantitative PCR. Strong induction of Wnt-1 mRNA was seen 
as early as 10 hr after tetracycline removal. Induction of WISP 
mRNA (2- to 6-fold) was seen at 48 and 72 hr (data not shown). 
These data support our previous observations that show that 
WISP induction is correlated with Wnt-1 expression. Because 
the induction is slow, occurring after approximately 48 hr, the 
induction of WISP^ may be an indirect response to Wnt-1 
signaling. 

cDNA clonea of human WISP-l were isolated and the 
sequence compared with mouse WISP-L The cDNA sequences 
of mouscand human WISP-l were 1,766 and 2,830 bp in length, 
respectively, and encode proteins of 367 aa, with predicted 
relative molecular masses of «*40,000 {M, 40 K). Both have 
hydrophobic N -terminal signal sequences, 38 conserved cys- 
teine residues, and four potential N-linked glycosylation sites 
and are 84% identical (Fig. 2A). 

Full-length cDNA clones of mouse and human WISP-l were 
1,734 and 1,293 bp in length, respectively, and encode proteins 
of 251 and 250 aa, respectively, with predicted relative molec- 
ular masses of ««27,000 (Mr 27 K) (Fig. IB). Mouse and hunian 
WISP-l are 73% identical. Human WISP-l has no potential 
N-linked glycosylation sites, and mouse WlSP-1 has one at 
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Fig. 1. mSP'l and mSP-2 art induced by Wnt-1, but not Wnt-4, 
expression in C57MG cells. Northern analysis of WISP-l (A) and 
mSP-2 (B) expression in C57MG. C57MG/Wnt-1, and C57MG/ 
Wnt-4 cells. Poly (A)"*" RNA (2 ^g) was subjected to Northern blot 
analysis and hybridized with a 70-bp mouse specific probe 

(amino acids 278-300) or a 190-bp WISP-2-spccitic probe (nucleotides 
1438-1627) in the 3' untranslated region. Blots were rehybridizedwith 
human ^-actin probe. 
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Fig. 2. Encoded amino add sequence alignment of mouse and 
human WISP-1 (A) and mouse and human IVISP'2 (B), The potential 
signal sequence, insulin-like growth factor-binding protein (TGF-BP), 
VWC, ihrorabospondin (TSP), and C-terminal (CT) domains are 
underlined. 

position 197. WISP-2 has 28 cysteine residues that are con- 
served among the 38 cysteines found in WISP- 1. 

Identification of WTSP'3. To search for related proteins, we 
screened expressed sequence tag (EST) databases with the 
WlSP-1 protein sequence and identified several ESTs as 
potentially related sequences. We identified a homologous 
protein that we have called WISP-3. A fuU-length human 
WISP'S cDNA of 1371 bp was isolated corresponding to those 
ESTs that encode a 354-aa protein with a predicted molecular 
mass of 39,293, WISP-3 has two potential N-linked glycosyl- 
ation sites and 36 cysteine residues. An alignment of the three 
human WISP proteins shows that WISP-1 and WISP-3 are the 
most similar (42% identity), whereas WISP-2 has 37% identity 
with WISP-1 and 32% identity with WISP-3 (Fig. 34). 

mSPs Are Homologous to the CTGF Family of Proteins, 
Human WISP-I, WISP-2, and WISP-3 are novel sequences; 
however, mouse WJSP-1 is the same as the recently identified 
EimI gene. Elml is expressed in tow, but not high, metastatic 
mouse melanoma cells, and suppresses the in vivo growth and 
metastatic potential of K-1735 mouse melanoma cells (15). 
Human and mouse WISP-2 are homologous to the recently 
described rat gene, rCop-1 (16). Significant homology (36- 
44%) was seen to the CCN family of growth factors. This family 
includes three members, CTGF, Cyr61, and the protoonco- 
gene nov, CTGF is a chemotactic and mitogenic factor for 
fibroblasts that is implicated in wound healing and fibrotic 
disorders and is induced by TGF-/3 (17). Cyr61 is an extracel- 
.lular matrix signaling molecule that promotes cell adhesion, 
proliferation, migration, angiogenesis, and tumor growth (18, 
19). nov (nephroblastoma overexpressed) is an immediate 
early gene associated with quiescence and found altered in 
Wilms tumors (20). The proteins of the CCN family share 
functional, but not sequence, similarity to Wnt-l. All are 
secreted, cysteine-rich heparin binding glycoproteins that as- 
sociate with the cell surface and extracellular matrix. 

WISP proteins exhibit the modular architecture of the CCN 
family, characterized by four conserved cysteinc-rich domains 
(Fig. 35) (21). The N-terminal domain, which includes the first 
12 cysteine residues, contains a consensus sequence (GCGC- 
CXXC) conserved in most insulin-like growth factor (IGF)- 
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Fig. 3. {A) Encoded amino add sequence alignment of human 
WISPs. The cysteine residues of WISP-1 and WISP-2 that are not 
present in WISP-3 are indicated with a dot. (B) Schematic represen- 
lation of the WISP proteins showing the domain structure and cysteine 
residues (vertical lines). The four cysteine residues in the VWC domain 
that are absent in WISP-3 are indicated with a dot. (C) Expression of 
WISP mRNA in human tissues. PCR was performed on human 
multiple-tissue cDNA panels (CLONTECH) from the indicated adult 
and fetal tissues. 

binding proteins (BP). This sequence is conserved in WISP-2 
and WISP-3, whereas WISP-1 has a glutamine in the third 
position instead of a glycine. CTGF recently has been shown 
to specifically bind IGF (22) and a truncated nov protein 
lacking the IGF-BP domain is oncogenic (23). The von Wil- 
lebrand factor type C module (VWC), also found in certain 
collagens and mucins, covers the next 10 cysteine residues, and 
is thought to participate in protein complex formation and 
oligomerization (24). The VWC domain of WISP-3 differs 
from all CCN family members described previously, in that it 
contains only six of the 10 cysteine residues (Fig. 3 A and B), 
A short variable region follows the VWC domain. The third 
module, the thrombospondin (TSP) domain is invoked in 
binding to sulfated glycoconjugates and contains six cysteine 
residues and a conserved WSxCSxxCG motif first identified in 
thrombospondin (25). The C-terminal (CT) module contain- 
ing the remaining 10 cysteines is thought to be involved in 
dimerization and receptor binding (26). The CT domain is 
present in all CCN family members described to date but is 
absent in WISP-2 (Fig. 3 A and B). The existence of a putative 
signal sequence and the absence of a transmembrane domain 
suggest that WISPs are secreted proteins, an observation 
supported by an analysis of their expression and secretion from 
mammalian cell and baculovirus cultures (data not shown). 

Expression of WISP mRNA in Human Tissues, Tissue - 
specific expression of human WISPs was characterized by PCR 
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analysis on aduit and fetal multiple tissue cDNA panels. 
WISP- 1 expression was seen in the adult heart, kidney, lung, 
pancreas, placenta, ovary, small intestine, and spleen (Fig. 3C). 
Little or no expression was detected in the brain, liver, skeletal 
muscle, colon, peripheral blood leukocytes, prostate, testis, or 
thymus, WISP'2 had a more restricted tissue expression and 
was detected in adult skeletal muscle, colon, ovary, and fetal 
lung. Predominant expression of WISPS was seen in adult 
kidney and testis and fetal kidney. Lower levels of WISPS 
expression were detected in placenta, ovary, prostate, and 
small intestine. 

In Situ Localization of WISP-I and WISP'2. Expression of 
WISP-1 and W!SP*2 was assessed by in situ hybridization in 
mammary tumors from Wnt-1 transgenic mice. Strong expres- 
sion of WISP- J was observed in stromal fibroblasts lying within 
the fibrovascular tumor stroma (Fig. 4 A-D). However, low- 
level WISP'I expression also was observed focally within tumor 
cells (data not shown). No expression was observed in normal 
breast. Like WISP-1, WISP-2 expression also was seen in the 
tumor stroma in breast tumors from Wnt-l transgenic animals 
(Fig. 4 £■-//)• However, WISP-2 expression in the stroma was 
in spindle-shaped ceils adjacent to capillary vessels, whereas 




Fig. 4. C, £, and G) Representative hematoxylin/eosin-stained 
images from breast tumors in Wnt-1 transgenic mice. The correspond- 
ing dark'field images showing WISP- 1 expression are shown in B and 
D, The tumor is a moderately well-differentiated adenocarcinoma 
showing evidence of adenoid cystic change. At low power {A and 5)» 
expression of WISP- 1 is seen in the delicate branching fibrovascular 
tumor stroma (arrowhead). At higher magnification, expression is seen 
in the stromal(s) fibroblasts (C and D), and tumor cells arc negative. 
Focal expression of HISP-I, however, was observed in tumor cells in 
some areas. Images of MSP'2 expression are shown in E-H. At low 
power (E and F), expression of WISP-2 is seen in cells lying within the 
fibrovascular tumor stroma. At higher magnification, these cells 
appeared to be adjacent to capillary vessels whereas tumor cells are 
negative (G and H). 
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the predominant cell type expressing WISP-1 was the stromal 
fibroblasts. 

Chromosome Localization of the WISP Genes, The chro- 
mosomal location of the human WISP genes was determined 
by radiation hybrid mapping panels. WISP-1 is approximately 
3.48 cR from the meiotic marker AFM259xc5 [logarithm of 
odds (lod) score 16.31] on chromosome 8q24.1 to 8q24.3, in the 
same region as the human locus of the novH family member 
(27) and roughly 4 Mbs distal to c-zriyc (28). Preliminary fine 
mapping indicates that WISP-1 is located near D8S1712 STS. 
WISP-2 is linked to the marker SHGC-33922 (lod = 1,000) on 
chromosome 20ql2-20ql3.1. Human WISPS mapped to chro- 
mosome 6q22-6q23 and is linked to the marker AFM211ze5 
(lod = 1,000). WISP-3 is approximately 18 Mbs proximal to 
CTGF and 23 Mbs proximal to the human cellular oncogene 
MYB (27, 29). 

Amplification and Aberrant Expression ofWISPs in Human 
Colon Tumors. Amplification of protooncogenes is seen in 
many human tumors and has etiological and prognostic sig- 
nificance. For example, in a variety of Uimor types, c-myc 
amplification has been associated with malignant progression 
and poor prognosis (30). Because WISP-1 resides in the same 
general chromosomal location (8q24) as c-myc, we asked 
whether it was a target of gene amplification, and, if so, 
whether this amplification was independent of the c-myc locus. 
Genomic DNA from human colon cancer cell lines was 
assessed by quantitative PGR and Southern blot analysis. (Fig. 
5 A and B), Both methods detected similar degrees of WISP-1 
amplification. Most cell lines showed significant (2- to 4-fold) 
amplification, with the HT-29 and WiDr cell lines demonstrat- 
ing an 8-fold increase. Significantly, the pattern of amplifica- 
tion observed did not correlate with that observed for c-myCy 
indicating that the c-myc gene is not part of the amplicon that 
involves the WISP-I locus. 

We next examined whether the WISP genes were amplified 
in a panel of 25 primary human colon adenocarcinomas. The 
relative WISP gene copy number in each colon tumor DNA 
was compared with pooled normal DNA from 10 donors by 
quantitative PGR (Fig. 6). The copy number of WISP-1 and 
WISP'2 was significantly greater than one, approximately 
2-fold for WISP-1 in about 60% of the tumors and 2- to 4-foId 
for mSP-2 in 92% of the tumors (P < 0.001 for each). The 
copy number for WISPS was indistinguishable from one (P = 
0.166). In addition, the copy number of WISP'2 was signifi- 
cantly higher than that of WISP-l {P < 0.001). 

The levels of WISP transcripts in RNA isolated from 19 
adenocarcinomas and their matched normal mucosa were 




Fig. 5. Amplification of WISP-I genomic DNA in colon cancer cell 
lines, {A) Amplification in cell line DNA was determined by quanti- 
tative PGR. (B) Southern blots containing genomic DNA (JO /ig) 
digested with £caRI (WISP-I) orXba] (c-myc) were hybridized with 
a 100-bp human WISP-l probe (amino acids 186-219) or a human 
c-myc probe (located at bp 1901-2000). The WISP and myc genes are 
detected in normal human genomic DNA after a longer film exposure. 
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Fig, 6. Genomic amplification of WISP genes in human colon 
tumors. The relative gene copy number of the WISP genes in 25 
adenocarcinomas was assayed by quantitative PGR, by comparing 
DNA from primary human tiunors with pooled DNA from 10 healthy 
donors. The data are means ± SEM from one experiment done in 
triplicate. The experiment was repeated at least three times. 

assessed by quantitative PCR (Fig. 7). The level of WISP-l 
RNA present in tumor tissue varied but was significantly 
increased (2- to >25-fold) in 84% (16/19) of the human colon 
tumors examined compared with normal adjacent mucosa. 
Four of 19 tumors showed greater than 10-foId overexpression. 
In contrast, in 79% (15/19) of the tumors examined, WISP'2 
RNA expression was significantly lower in the tumor than the 
mucosa. Similar to WISP-I, WISP-3 RNA was overexpressed in 
63% (12/19) of the colon tumors compared with the normal 
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Fro. 7. WISP RNA expression in primary human colon tumors 
relative to expression in normal mucosa from the same patient 
Expression of WISP mRNA in 19 adenocarcinomas was assayed by 
quantitative PCR. The Dukes stage of the tumor is listed under the 
sample number. The data are means ± SEM from one experiment 
done in triplicate. The experiment was repeated al least twice. 



mucosa. The amount of overexpression of WlSP-3 ranged from 
4- to >40-fold. 

DISCUSSION 

One approach to understanding the molecular basis of cancer 
is to identify differences in gene expression between cancer 
cells and normal cells. Strategies based on assumptions that 
steady-state mRNA levels will differ between normal and 
malignant cells have been used to clone differentially ex- 
pressed genes (31). We have used a PCR-based selection 
strategy, SSH, to identify genes selectively expressed in 
C57MG mouse mammary epithelial cells transformed by 
Wnt-L 

Three of the genes isolated, WlSP-l, WISP-2, and WISPS, 
are members of the CCN family of growth factors, which 
includes CTGF, Cyr61, andnov, a family not previously linked 
to Wnt signaling. 

Two independent experimental systems demonstrated that 
WISP induction was associated with the expression of Wnt-1. 
The first was C57MG ceils infected with a Wnt-1 retroviral 
vector or C57MG cells expressing Wnt-1 under the control of 
a tetracyline-repressible promoter, and the second was in 
Wnt-1 transgenic mice, where breast tissue expresses Wnt-l, 
whereas normal breast rissue does not. No WISP RNA expres- 
sion was detected in mammary tumors induced by polyoma 
virus middle T antigen (data not shown). These data suggest 
a link between Wnt-1 and WISPs in that in these two situations, 
WISP induction was correlated with Wnt-1 expression. 

It is not clear whether the WISPs are directly or indirectly 
induced by the downstream components of the Wnt-1 signaling 
pathway (i.e., ^-catenin-TCF-l/Lefl). The increased levels of 
WISP RNA were measured in Wnt-l-transformed cells, hours 
or days after Wnt-1 transformation. Thus, WISP expression 
could result from Wnt-1 signaling directly through j3-catenin 
transcription factor regulation or alternatively through Wnt-1 
signaling turning on a transcription factor, which in turn 
regulates WISPs. 

The WISPs define an additional subfamily of the CCN family 
of growth factors. One striking difference observed in the 
protein sequence of WISP-2 is the absence of a CT domain, 
which is present in CTGF, Cyr61, nov, WISP-1, and WISP-3. 
This domain is thought to be involved in receptor binding and 
dimerization. Growth factors, such as TGF-^, platelet-derived 
growth factor, and nerve growth factor, which contain a cystine 
knot motif exist as dimers (32). It is tempting to speculate that 
WISP-1 and WISP-3 may exist as dimers, whereas WlSP-2 
exists as a monomer. If the CT domain is also important for 
receptor binding, WISP-2 may bind its receptor through a 
different region of the molecule than the other CCN family 
members. No specific receptors have been identified for CTGF 
or nov. A recent report has shown that integrin otvfo serves as 
an adhesion receptor for Cyr61 (33). 

The strong expression of WISP-I and WISP-Z in qelis lying 
within the fibrovascular tumor stroma in breast tumors from 
Wnt-1 transgenic animals is consistent with previous obser- 
vations that transcripts for the related CTGF gene are pri- 
marily expressed in the fibrous stroma of mammary tumors 
(34). Epithelial ceils are thought to control the proliferation of 
connective tissue stroma in mammary tumors by a cascade of 
growth factor signals similar to that controlling connective 
tissue formation during wound repair. It has been proposed 
that mammary tumor cells or inflammatory cells at the tumor 
interstitial interface secrete TGF-^1, which is the stimulus for 
stromal proliferation (34), TGF-pl is secreted by a large 
percentage of malignant breast tumors and may be one of the 
growth factors that stimulates the production of CTGF and 
WISPs in the stroma. 

It was of interest that WISP-l and WISP-2 expression was 
observed in the stromal cells that surrounded the tumor cells 
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(epithelial cells) in the Wnt-1 transgenic mouse sections of 
breast tissue. This finding suggests that paracrine signaling 
could occur in which the stromal cells could supply WISP-1 and 
WISP*2 to regulate tumor cell growth on the WISP extracel- 
lular matrix. Stromal cell-derived factors in the extracellular 
matrix have been postulated to play a role in tumor cell 
migration and proliferation (35). The localization of WISP- 1 
and WISP-2 in the stromal cells of breast tumors supports this 
paracrine model. 

An analysis of WISP-l gene amplification and expression in 
human colon tumors showed a correlation between DNA 
amplification and ovcrexpression, whereas overexpression of 
WISP'3 RNA was seen in the absence of DNA amplification. 
In contrast, WlSP-l DNA was amplified in the colon tumors, 
but its mRNA expression was significantly reduced in the 
majority of tumors compared with the expression in normal 
colonic mucosa from the same patient. The gene for human 
WISP'2 was localized to chromosome 20ql2-20ql3, at a region 
frequently amplified and associated with poor prognosis in 
node negative breast cancer and many colon cancers, suggest- 
ing the existence of one or more oncogenes at this locus 
(36-38). Because the center of the 20ql3 amplicon has not yet 
been identified, it is possible that the apparent amplification 
observed for WISP'2 may be caused by another gene in this 
amplicon. 

A recent manuscript on rCop-l, the rat orthologue of 
WISP'2, describes the loss of expression of this gene after cell 
transformation, suggesting it may be a negative regulator of 
growth in cell lines (16). Although the mechanism by which 
WISP-2 RNA expression is down-regulated during malignant 
transformation is unknown, the reduced expression of WISP-2 
in colon tumors and cell lines suggests that it may function as 
a tumor suppressor. These results show that the WISP genes 
are aberrantly expressed in colon cancer and suggest that their 
altered expression may confer selective growth advantage to 
the tumor. 

Members of the Wnt signaling pathway have been impli- 
cated in the pathogenesis of colon cancer, breast cancer, and 
melanoma, including the tumor suppressor gene adenomatous 
polyposis col i and j3-catenin (39). Mutations in specific regions 
of either gene can cause the stabilization and accumulation of 
cytoplasmic /3-catenin, which presumably contributes to hu- 
man carcinogenesis through the activation of target genes such 
as the WISPs. Although the mechanism by which Wnt-1 
transforms cells and induces tumorigenesis is unknown, the 
identification of WISPs as genes that may be regulated down- 
stream of Wnt-1 in C57MG cells suggests they could be 
important mediators of Wnt-1 transformation. The amplifica- 
tion and altered expression patterns of the WISPs in human 
colon tumors may indicate an important role for these genes 
in tumor development. 
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Education: 

1983: 
1986: 



B.S. in Biochemiistty, with honors, Hebrew University, Israel 
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Emplbyment: 

: 19834986: 
1985-1986: 
1986 " 1988: 

1988- 1989: 

1989- 1993: 
1994-1996: 

1996- 1997: 

1997- i990: 
1999 -2002: 
2002-F*resent: 



Teaching assistant, undergraduate level coxirsd in Bibchbitiistry 
Teaching assistant, graduate level course on Signal Transduction 
Postdoctoral fellow, Hormone Research Dept., UCSF, and 
Developmental Biology Dept., Genentech, Inc., witii J. Ramachandraii 
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Awatfds: 
1988: 



First prize, The Boehringer Ingelheim Award 



Editorial: 

Editorial Board Member: Current Biology 
Associate Editor, Clinical Cancer Research. 
Associate Editor, Cancer Biology and Therapy, 

Refereed papers: 

1 . Gertler, A,, Ashkenazi. A., and Madar, Z. Binding sites for human growth 
hormone and ovine and bovine prolactins in the mammary gland and liver of the 
lactating cow, Mol Cell Endocrinol 34, 5 1^57 (1984), 

2. Gertler, A.^ Shamay, A., Cohen, N., Ashkenazi. A., Friesen, H,, Levaiion, A., 
Gorecki, M., Aviv, H,, Hadari, D,, and Vogel, T. Inhibition of lactogenic 
activities of ovine prolactin and human growtii hormone (hGH) by a novel form of 
a niodified recombinant hGH. Endocrinology 118, 720-726 (1986). 

3. Asltoazu A,. Madar, Z,, and Gertler, A. Partial purification and characterization 
of bovine maminary gland prolactin receptor, Mol Cell Endocrinol 50, 79-87 
(1987). 

4. Ashkenazi, A. , Pines, M,, and Gertler, A. Down-regulation of lactogenic 
hormone receptors in Nb2 lymphoma cells by cholera toxin. Biochemistry 
Intematl 14, 1065-1072 (1987). 

5. Ashkeiiazi. A.. Cohen, R., and Gertler, A. Characterization of lactogen receptors 
in lactbgeiiic hormone-dependent and independent Nb2 lymphoma cell lines, 
FEES Lett 11^, S\'55{\m), 

6. Ashkeiiazi, A., Vogel, T,, Barash, L, Hadari, D., Levanon, A., Gorecki, M., and 
Gertler, A. Comparative study on in vitro and in vivo modulation of lactogetiic 
kid sorriatbtiropic receptors by native human growth honnone 
recombinant analog. jE/jf/om 

7. Peralta, E.^ Winslow, J, Peterson, G., Smith, D., Ashkenazi. A.. Ramachandran, 
J., Schimerlik, M., and C^on, D, Primary structure and biochemical properties 
of an M2 riiiiscarinic receptor. Science 236, 600-605 (1987). 

8. Peralta. E. Ashkenazi. A.. Winslow, J., Smith, P., Ramachandran, J., and Capon, 
D. J. Distincrit primary structures, ligand-binding properties and tissue-specific 
expression of four human muscarinic acetylcholine receptors. EMBO J. 6, 3923- 
3929(1987). 

9. Ashkehazi. A., Winslow, J., Peralta, E., Peterson, G., Schimeriik, M., Capon, D., 
and Ramachandran, J, An M2 muscarinic receptor subtype coupled to both 
adenylyl cyclase and phosphoinositide turnover. Science 238, 672-675 (1987). 
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1 0. Pines, M. , Ashkenazi. A.. Cohen-Chapnik, N., Binder, L., and Gertler, A. 
Inhibition of the proliferation of Nb2 lymphoma cells by femtomolar 
concentratioiis of cholera toxin and partial reversal of the effect by 12-o- 
tetradecanoyl-phorbol-1 3-acetate, J. Cell. Biochem. 37, 1 19-129 (1988). 

11. Peraltia. E. Ashkenazi. A.. Wihslow, J. Ramachandran, J., and Capon, D. 
Differential regulation of PI hydrolysis and adenylyl cyclase by muscarinic 

receptor subtypes. iVafwre 334, 434-437 (1988). 

12. Ashkenazi.. A. Peralta, E., Winslow, J., Ramachandran, J., and Capon, D. 
Functionally distinct G pioteinis couple different receptors to PI hydrolysis in the 
same cell. Ce// 56, 487-493 (1989). 

13 Ashkenazi: A.. Ramachandran, J., and Capon, D. Acetylcholine analogue 
stimulates DNA synthesis in brain-derived cells via specific muscarinic 

acetylcholine receptor subtypes. A/flto^^ 

14. T;ammare. P.. Ashkenazi. A./ Fleury. S., Smith. P.. Sekaly, R.. and Capon, D. 
ITie IslHC-biildihg and gpl20-binding domains of CP4 aire distinct and separable. 
S'«e/ice 24i5, 743-745 (1989). 

15. Ashkenazi.. A.. Presta, L., Marsters, S., Camerato, T., Rosenthal, K., Fendly, B., 
and Capon, P J Mapping tiie CP4 binding site for human immuhodeflficiency 
virus type 1 by alanine-scaiming mutagenesis. Proc. Natl. Acad. Sci. USA. 87, 
7150-7154(1990). 

16 Chamow, S., Peers, P., Byrn, R,, Mulkerrin, M., Harris, R., Wang, W., Bjorkman, 
P., Cj^on, P., and Ashkenazi. A. Enzymatic cleavage of a CP4 immunoadhesin 
generates crystallizable, biologically active Fd-like firagments. Biochemistry 29, 
9885-9891 (1990). 

17. Ashkenazi. A.. Smith, t)., Marsters, S.. Riddle, L., Gregory, T., Ho, P., and 
Capon, P. Resistance ofprimaiy isolates of humanimmunodefficieftcy virus type 
1 to soluble CP4 is independent of CP4-rgpl20 binding affinity. Proc. Natl. 
Acad Sci. USA, 88,7056-7060 (1991). 

18. Ashkenazi. A.. Marsters, S., Capon, P., Chamow, S., Figari., I., Pennica, P., 
Goeddel., P., Palladind, M., and Smith, P. Protection against eiidotoxic shock by 
a tumor necrosis factor receptor immunoadhesin. Proc. Natl. Acad. Sci. USA. 88, 
10535-10539 (1991). 

19. Mobre, J., Mckeating, J., Huang, Y., Ashkenazi. A ., and Ho, P. Virions of 
primary HIV-l isolates resistant to sCP4 neutralization differ in sCP4 affinity and 
glycoprotein gpl20 retention from sCP4-sensitive isolates. J. ViroL 66, 235-243 
(1992). 
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20. Jin, H., Oksenberg, D., Ashkenazi. A.. Peroutka, S,, Duncan, A,, Rozmahel, R., 
Yang, Y,, Mengod, G., Palacios, J,, and ODowd, B. Characterization of the 
human 5-hydroxytryptamineiB receptor, J. BioL Chenu 261, 5735-5738 (1992). 

21. Marsters, A,, Frutkin, A., Simpson, N., Fendly, B. and Ashkenazi. A. 
Identification of cysteine-rich domains of the type 1 tumor necrosis receptor 
involved ih Ugand bmding. C/iem. 267, ^^^^ 

22. Chamow, S., Kogan, T., Peers, D., Hastings, R,, Bym, R., and Ashkenazi, A. 
Conjugation of sCD4 without loss of biological activity via a novel carbohydrate- 
directed cross4mkmg reagent. J. 5/^^^^ 

23. Oksenberg, D., Marsters, A., ODowd, B., Jin, H., Havlik, S., Peroutka, S., and 
Ashkenazi, A, A single amino-acid difference confers major pharmacologic 
variation between hximaii and rodent 5-HTiB receptors. Nature 360, 161-163 

(1992) . 

24. Haak-Frendscho, M., Marsters, S., Chamow, S., Peers, D., Simpson, N., and 
Ashkenazi. A. Inhibition of interferon y by an interferon y receptor 
iinmuhoadhesin. //wmwno/agy 79^ 

25. Penica, D., I^, V., Weber, R., Kohr, W., Basa, L., Spelhnah, M.. Ashkenazi. 
Shire, S., and Gbeddel, D. Biochemical characterization of the extracellular 
domain of the 75-kd tumor necrosis factor receptor. Biochemistry 32, 3131-3138. 

(1993) . 

26. iBarfod, L., Y,, Kuang, W., Hart, M., Evans, T., Cerione, R., and 
Ashkenazi. A. Cloning and expression of a himian CDC42 GTPase Activating 
Protein reveals a functional SH3-binding domain. J. Biol Chenu 268, 26059- 
26062(1993). 

27. Chamow, S , Zhaiig, t),, Tan, X., Mhtre, S., Marsters, S., Peers, D., Bym, R., 
Ashkeflazi. A., and Yunghans, R. A humanized bispecific immunoadhesin- 
ahtibody that retargets CD3+ effectors to kill HIV-l-infected cells. J. Immunol 
153,4268-4280(1994). 

2i8. Means, R;, Krantz, S., Luna, J., Marsters, S., and Ashkenazi, A, Inhibition of 
ihurine erythroid colony formation in vitro by iterferon y and correction by 
interferon y receptor immunoadhesin. 5/oo J 83,911-915(1994). 

29. Haak-Frendscho, M., Marsters, S., Mordenti, L, Gillet, N., Chen, S,, 

an dAshkenazi, A. Inhibition of TNF by a TNF receptor immunoadhesin: 
comparison with an aiiti-TNF mAb. J, Immunol 152, 1347-1353 (1994). 
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30. Chamow, S., Kogan, T., Venuti, M., Gadek, T., Peers, D., Mordenti, J.* Shak, S., 
and Ashkenazi. A. Modification of CD4 immunoadhesin with monomethoxy- 
PEG aldehyde via reductive alkilation. Bioconj. Chem. 5, 133-140 (1994). 

31. Jin, H., Yang, R., Marsters, S., Bunting, S., Wurm, F., Chamow, S., and 
Ashkenazi. A. Protection against rat endotoxic shock by p55 tumor necrosis factor 
(TNF) receptor immunoadhesin: con^arison to anti-TNF monoclonal antibody. J. 
Infect:Dise(^es\lQ,\323-n26{\99A). 

32. Beck, J., Ivlaisters, S., Harris, R., Ashkenazi. A., and Chamow, S. Generation of 
soluble ihterleuidn- 1 receptor fi-om an immunoadhesin by specific cleavage. Mol. 

33. Pitti, B , IviaiSters, M., Haak-Frendscho, M., Osaka, G., Mordenti, J., Chamow, S., 
and Ashkenazi. A. Molecular and biological properties of an interleukin-1 
receptor imiiiuhoadhesin. Mol. Immunol. 31, 1345-1351 (1994). 

34. Oksehb^rg, D , Havlik, S., Peroutka, S., and Ashkenazi. A. The third infaacellular 
lo6p dfthe 5^HTi2 receptor specifies effector coupling. /. Neurochem. 64, 1440- 
1447(1995). 

35. Bach, E., Szabo, S., Dighe, A., Ashkenazi. A.. Aguet, M., Murphy, K., and 
Schreiber, R. Ligahd-induced autoregulation of IFN-y receptor p chain expression 
in T helper cell subsets. Science 270, 1215-1218 (1995). 

36. Jin, H., Yang, R, Marsters, S., Ashkenazi. A.. Bunting, S., Marra, M., Scott, R, 
and Baker, J. Protection against endotoxic shock by bactericidal/permeability- 
increasing protein in rats. J. C/i/i. /wve^t 95, 1947-1952 (1995). 

37. Marsters, S., Penica, D., Bach, E., Schreiber, R., and Ashkenazi. A. Interferon y 
signals via a high-afifimty multisubunit receptor complex that contains two ^ 
of poiypejjtide chain. Proc. Natl. Acad. Sci. USA 92, 5401-5405 (1995). 

38. Van Zee, K , Moldawer, L., Oldenburg, H., Thompson, W., Stackpole, S., 
Montegut, W , Rogy, M., Meschter, C, Gallati, H., SchiUer, C, Richter, W., 
Loetcher, H., Ashkenazi. A .. Chamow, S., Wurm, F., Calvano, S., Lowiy, S., and 
Lesislduer, W. Protection against lethal E. coli bacteremia in baboons by 
preti-eateh^nt T^ith at 55-kDa TNF recqptor-Ig fusion protein, Ro45-208 1. J. 
Immunol. 156, 2221-2230 (1996). 

39. Pitti, R,, Marsters, S., Ruppert, S., Donahue, C, Moore, A., and Ashkenazi, A. 
Induction of Jtpoptosis by Apo-2 Ligand, a new member of the tumor necrosis 
factor cytokine family. J. fizo/. CAe/M. 271, 12687-12690 (1996). 
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40. Marsters, S., Pitti, R., Donahue, C, Rupert, S., Bauer, K., and Ashkenazi. A . 
Activation of apoptosis by Apo-2 ligand is independent of FADD but blocked by 
CrniA. Curr. Biol. 6, 1669-1676 (1996). 

41. Marsters, S., Skubatch, M., Gray, C, and Ashkenazi. A . Herpesvirus entry 
niediator, a novel member of the tumor necrosis factor receptor family, activates 
the NF-kB and AP-1 transcription factors. Biol. Chem. 272, 14029-14032 
(1997). 

42. Sheridan,J.,Marsters, S., Pitti, R.,Gumey, A., Skubatch, M , Baldwin, D., 
Ramakrishnan, L., Gray, C, Baker, K., Wood, W.I., Goddard, A., Godowski, P., and 
Ashkenazi. A. Control of TRAIL-iriduced apoptosis by a family of signaling and 
decoy receptors. Science 277, 818-821 (1997). 

43. Marsters, S . iSheridah, J., Pitti, R., Gurriey, A., Skubatch, M., Balswin, D., Huang, A., 
Yuan, J., Goddard, A., Godowski, P., and Ashkenazi. A. A novel receptor for 
Apb2I/rRAIL cohtams a tiimcated death domain. Curr. Biol. 7, 1003-1006 (1997). 

44. Marsters, A., Sheridan, J., Pitti, R., Brush, J., Goddard, A., and Ashkenazi. A. 
Identification of a Ugand for the death-domain-containing receptor Apo3. CM7r.J?/o/l 
8, 525-528 (1998). 

45. Rieger, J., Nauniahn, U., Glaser, T., Ashkenazi. A ., and WeUer, M. i^2 Ugahd: 
a novel weapon against malignant gUoma? F£:55Le//^ 427, 124-128 (1998). 

46. Pender, S., Fell, J., Chamow, S., Ashkenazi. A ., and MacDonald, T. A p55 TNF 
receptor immunoadhesin prevents T cell mediated intestinal injury by inhibiting 
matiix metallpproteinase production. /. Immunol 160, 4098-4103 (1998). 

47. Pitti, R.* Marsters, S., Lawrence, D., Roy, Kischkel, F., M., Dowd, P., Huang, A., 
Donahue, C, Sherwood, S., Baldwin, D., Godowski, P., Wood, W., Gumey, A., 
Hillan, K., Cohen, R., Goddard, A., Botstein, D., and Ashkenazi. A. Genomic 
atnpUficatidn of a decoy recq)tor for Fas ligand in lung and colon cahcer. 

396, 699-703(1998). 

48. Mori, S., Marakami-Mori, K., Nakamura, S., Ashkenazi. A ., and Bonavida, B. 
Sensitization of AIDS JCaposi's sarcoma cells to Apo-2 ligand-induced apoptosis 
by actihoniycin b. J. /mwMwo/. 162, 5616-5623 (1999). 

49. Gumey, A. Marsters, S., Huang, A., Pitti, R., Mark, M., Baldwin, D., Gray, A., 
Dowd, P., Brush, J., Heldehs, S., Schow, P., Goddard, A., Wood, W., Baker, K., 
Godowski, P., and Ashkenazi. A. Identification of a new member of the tumor 
necrosis fa:ctor family and its receptor, a human ortholog of mouse Gl TR. Curr. . 

9, 215-218 (1999). 
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50. Ashkenazi, A ., Pai, R., Fong, s., Lexing, S., Lawrence, D., Marsters, S., Blackie, 
C, Chang, L., McMurtrey, A., Hebert, A., DeForge, L., Khoumenis, L, Lewis, D., 
Harris, L,, Bussiere, L, Koeppen, H., Shahrokh, Z,, and Schwall, R; Safety and 
anti-tumor activity of reconibinant soluble Apo2 ligand J. Clin, Invest 104, 155- 
162(1999). 

51. Chuhtharapai, A., Gibbs, V., Lu, L, Ow, A., Marsters, S., Ashkenazi, A., De Vos, 
A., Kim, K. J. Determination of residues involved in ligand binding and signal 
trahsmissiion in the human IFN-a receptor 2. J, ImmunoL 163, 766-773 (1999). 

52. Johnsen, A.-C., Haux, J., Steinkjer, B., Nonstad, U., Egeberg, K., Sundan, A., 
Ashkenazi, A.; and Espevik, T. Regulation of Apo2L/TRAIL expression in NK 
cells - involvement in NK cell-mediated cytotoxicity. Cytokine 1 1 , 664-672 
(1999). 

53. ; Roth; W., Isenihann, S., Naumann, U., Kugler, S., Bahr, M., Dichgans, 

Ashkenazi, A., and Weller, M. Eradication of intracranial human malignant 
glioma xeno^:'ails by Apo2L/TRAIL. Biochem. Biophys. Res. Commun. 265, 479- 
483(1999). 

54. Hymowitz, S.G., Christinger, H.W., Fuh, G., Ultsch, M., O'Connell, M., KeUey, 
R.F., Ashkenazi, A. and de Vos, A.M. Triggering Cell Death: The Crystal 
Structure of Apo2UTRAIL in a Complex with Death Receptor 5. Molec. Cell 4, 
563^571 (1999). 

55. Hymowitz, S.G., O'Connel, M.P., Utsch, M.H., Hurst, A., Totpal K., Ashkenazi, 
Ai, de Vos, A.M., Kelley, R.F. A imique zinc-binding site revealed by a high- 
resolution X-ray stmcture of homotrimeric Apo2L/TRAIL.^/oc^^ 
640(2000). 

56. Zhoxi, Q., Fukiishiiiia, 

Ashkeniazi, A., and Steeg, P.S. Radiation and the Apo2L/TiRAIL apoptotic 
pathway preferentially inhibit the colonization of premaHgnant human breast 
cancer cells overexpressing cycUn Dl . Ca/jcer iiey, 60, 261 1-2615 (2000). 

57. Kischkel, F.C., Lawrence, D. A., Chimthar^ai, A., Schow, P., Kim, J., and 
Ashkenazi, A. Apo2L/TRAIL-dependent recrmtment of endogenous FADD and 
Caspase-8 to death receptors 4 and 5. Immunity 12, 61 1-620 (2000), 

58. Yan, Kl., Marsters, S.A., Grewal, LS., Wang, H., * Ashkenazi, A., and *Dixit, 
V.M. Identification of a receptor for BlyS demonstrates a cmcial role in humoral 
inMnunity. Warwre/m/WMno/. 1, 37-41 (2000). 
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59. Marsters, S. A., Yan, M., Pitti, R.M., Haas, P,E., Dixit, V.M,, and Ashkenazi, A. 
Interaction of the TNF homologues BLyS and APRIL with the TNF receptor 
homologues BCMA and TACL Cwrr. Biol 10, 785-788 (2000). 

60. Kis6hkel, F.C, and Ashkenazi, A . Combining enhanced metaboUc labeling with 
immundbiottirig to detect interactions of endogenous cellular proteins. 
Biotechniques 19, 506-5\2{20QQy 

61. Lawretice, D., Shahrokh, Z., Marsters, S., Achilles, K., Shih, D. Mounho, B., 
Hillan, K , Totpal, K, DeForge, L., Schow, P., Hooley, J., Sherwood, S., Pai, R., 
Leuiig, S., Khian, L., Gliniak, B., Bussiere, J., Smith, C, Strom, S., Kelley, S., 
Fox, J., Thomas; P.. and Ashkenazi, A. Differential hepatocyte toxicity of 
recombinant Apo2L/TRAIL versions. Nature Med, 7, 383-385 (2001). 

62. Churitharapai, A,, Dodge, K,, Grimmer, K., Schroeder, K., Martsters, S.A., 
Koeppen, H., Ashkenazi; A „ and Kim, K J. Isotjpe-dependent inhibition of 

: tumor growth in vivo by monoclonal antibodies to death receptor 4. J. ImmunoL 
166,4891-4898(2001). 

63. Pollack, I.F., Erff, M,, and Ashkenazi;A , Direct stimulation of apoptotic 
signaling by soluble Apo2L/tumor necrosis factor-related apoptosis-inducing 
ligand leads to selective killing of glioma cells, Clin. Cancer Res. 7, 1362-1369 
(2001). 

64. Wang, H., Marsters, S. A,, Baker, T., Chan, B,, Lee, W.P., Fu, L., Tumas, D., Yan, 
M., Dixit, V.M., * Ashkenazi, A „ and *Grewal, LS. TACI-ligand interactions are 
required for T cell activation and coUagen-induced arthritis in niice. Nature 
ImmunoL 2, 632-631 (2001). 

65. Kischkel, F.C, Lawrence, D, A., Tinel, A,, Virmani, A,, Schow, P., Gazdar, A., 
Blenis, J., Amott, D., and Ashkenazi^. Death receptor recruitment of 
endogenous caspase- 10 and apoptosis initiation in the absence of caspase-8. J. 
moLChem. 27^^ 

66. LeBlanc, H., Lawrence, D.A., Varfolomeev, E., Totpal, K.^ Morlan, J., Schow, P./ 
Fong, S,, Schwall, R., Sinicropi, D., and Ashkenazi. A T imior cell resistance to 
death receptor induced ^optosis through mutational m 

proapoiptbtitc fici-2 homolog Bax, Aamre 

67. Miller, K., Meng, G,, Liu, J,, Hurst, A., Hsei, V., Wong, W-L„ Ekert, R., 
Lawrence, D., Sherwood, S., DeForge, L., GaudreauU,, Keller, G., Sliwkowski, 
M., Ashkenazi, A ., and Presta, L, Design, Construction, and analyses of 
multivalent antibodies. J. ImmunoL 170, 4854-4861 (2003). 
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68. Varfolomeev, E., Kischkel, F., Martin, F., Wanh, H., Lawrence, D,, Olsson, C., 
Tom, L., Erickson, S., French, D., Schow, P., Grewal, 1. and Ashkenazi. A, 
Immune system development in APRIL knockout mice. Submitted, 

Review articles: 

1 . Ashkenazi. A., Peralta, E., Winslow, J., Ramachandran, J., and Capon, D., J, 
Functional role of muscarinic acetylcholine receptor subtype diversity. Cold 
Spring Harbor Symposium on Quantitative Biology. LIII, 263-272 (1988). 

2. Ashkenazi. A .. Peralta, E,, Winslow. J.. Ramachandran. L. and Caporu D. 
Functional divereity of muscarinic receptor subtypes in cellular signal 
transduction and growth. Trends Pharmacol Scu Dec Supplement, 12-21 (1989). 

3. Ghamow, S., Duliege, A., Aminann, A., Kahn, J,, Allen, D., Eichberg, J., Bym, 
R., Capon, D., Ward, R., and Ashkenazi. A . CD4 immunoadhesins in anti-HlV 
therapy: ndw developments. Int J, Cancer Supplement 7, 69-72 (1992). 

4. Aishkehazi. A .. Capon, and D. Ward, R. Immunoadhesiiis. Int. Rev. Immunol. 10, 
217-225 (1993). . 

5. Ashkenazi. A ., and Peralta, E. Muscarinic Receptors. In Handbook of Receptors 
and Channels. (S. Peroutka, ed.), CRC Press, Boca Raton, Vol. I, p. 1-27, (1994). 

6. Krantz, S. B., Means, R. T., Jr., Lina, L, Marsters, S. A., and Ashkenazi. A . 
Inhibition of erythroid colony formation in vitro by gamma interferon. In 
Molecular Biology of Hematopoiesis (N, Abraham, R. Shadduck, A. Levine F. 
takaku, eds.) Intercept Ltd. Paris, Vol. 3, p. 135-147 (1994). 

7. Ashkenazi, A . Cytokine neutralization as a potential therapeutic approach for 
SIRS and shock. J. Biotechnology in Healthcare 1, 197-206 (1994). 

8. Ashkenazi/A ., arid Chambw, S. M. Immunoadhesins: an altemative to human 
monoclonal antibodies. Immunomethods: A companion to Methods in 
Enzimology% {1995). 

9. Chaihow, S., and Ashkenazi. A . Immunoadhesins: Principles and Applications. 
Trends Biotech. 14, 52-60 {1996). 

10. Ashkeiiazi. A ., and Chamow, S. M. Immunoadhesins as research tools aiid 
tiierapeutic agents. Curr. Opin. Immunol 9, 195-200 (1997). 

11. Ashkenazi, A ., and Dixit, V, Death receptors: signaling and modulation. Science 
281, 1305-1308 (1998). 

12. Ashkenazi, A ., and Dbdt, V. Apoptosis control by death and decoy receptors. 
Cwrr. 0/?m. Ce//. ^/o/. 11, 255-260 (1999). 
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13. Ashkenazi, A . Ch^ters on Apo2L/TRAJL; DR4, DR5, DcRl, DcR2; and DcR3, 
Online Cytokine Handbook (www.apnet.com/cvtokinereference/) . 

14. Ashkenazi, A . Targeting death and decoy receptors of the tumor necrosis factor 
superfamily. ^Afemre Rev. Cancer 2, 420-430 (2002). 

1 5 . LeBlanc, H. and Ashkenazi. A . Apoptosis signaUng by Apo2L/TRAIL. Cell Death 
and Differentiation 10, 66-75 (2003). 

16. Ahnasan, A. and Ashkenazi, A . Apo2L/TRAIL: apoptosis signaling, biology, and 
potential for cancer therapy. Cytokine and Growth Factor Reviews 14, 337-348 
(2003). 

iSook: 

Antibody Fusion Prbtbins (Chamow, S., and Ashkenazi. A ., eds., John Wiley and 
Sons Inc.) (1990). 

Talks: 

1 . Resistance of primary HtIV isolates to CD4 is independent of CD4-gpl 20 binding 
affinity, UCSD Symposium, HIV Disease: Pathogenesis and Therapy. 
Greenelefe, FL; March 1991. 

2. Use of immuno-hybrids to extend the half-life of receptors. IBC conference on 
Biopharmaceutical Halflife Extension. New Orleans, LA, June 1992. 

3. Results with TNF receptor Immunoadhesins for the Treatment of Sepsis. IBC 
conference on Endotoxemia and Sepsis. PMladelphia, PA^ Ju^^ 

4. Iriimundadii^siiis: an alternative to hxmian antibodies. IBC conference on 
Antibddy Engineering. San Diego, CA, December 1993. 

5. Turnornecrbsis factor receptor: a potential therapeutic^fo^ 
American Society for Microbiology Meeting, Atianta, GA, May 1993. 

6. Protective efficiacy of TNF receptor immunoadhesin vs anti-TNF monoclonal 
antibody iii a rat model for endotoxic shock. 5th International Congress on TNF. 
Asilomar, C:A, May 1994. 

7. Interferon-y signals via a multisubunit receptor complex that contains two types of 
polypeptide chain. American Association of Immxmologists Conference. San 
Franciso, CA, July 1995. 

8. Immunoadhesinis: Principles and Applications, Gordon Research Conference on 
Drug Delivery in Biology and Medicine. Venturaj CA, February 1996. 
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DECLARATION OF PAUL POLAKIS, Ph D, 



I, Paul Polakis, Ph.D., declare and say as follows: 

1 . I was awarded a Ph.D. by the Department of Biochemistry of the Michigan 
State University in 1984. My scientific Curriculum Vitae is attached to and forms 
part of this Declaration (Exhibit A). 

2. I am currently employed by Genentech, Inc. where my job title is Stafif 
Scientist. Since joining Genentech in 1999, one of my primary responsibilities has 
been leading Genentech's Tumor Antigen Project, which is a large research project 
with a primary focus on identifying tumor cell markers that find use as targets for 
both the diagnosis and treatment of cancer in humans. 

3. As part of the Tumor Antigen Project, my laboratory has been analyzing 
differential e)q)ression of various genes in tumor cells relative to normal cells. 
The purpose of this research is to identify proteins that are abundantly expressed 
on certain tumor cells and that are either (i) not expressed, or (ii) expressed at 
lower levels, on corresponding normal cells. We call such differentially expressed 
proteins 'tumor antigen proteins'*. When such a tumor antigen protein is 
identified, one can produce an antibody that recognizes and binds to that protein. 
Such an antibody finds use in the diagnosis of human cancer and may ultimately 
serve as an effective therapeutic in the treatment of human cancer. 

4. In the course of the research conducted by Genentech's Tumor Antigen 
Project, we have employed a variety of scientific techniques for detecting and 
studying differential gene expression in human tumor cells relative to normal cells, 
at genomic DNA, mRNA and protein levels. An important example of one such 
technique is the well known and widely used technique of microarray analysis 
which has proven to be extremely usefiil for the identification of mBJsfA molecules 
that are differentially expressed in one tissue or cell type relative to another. In the 
course of our research using microarray analysis, we have identified 
approximately 200 gene transcripts that are present in human tumor cells at 
significantly higher levels than in corresponding normal human cells. To date, we 
have generated antibodies that bind to about 30 of the tumor antigen proteins 
expressed fi-om these differentially expressed gene transcripts and have used these 
antibodies to quantitatively determine the level of production of these tumor 
antigen proteins in both human cancer cells and corresponding normal cells. We 
have then compared the levels of mRNA and protein in both the tumor and normal 
cells analyzed. 

5. From the mRNA and protein expression analyses described in paragrq)h 4 
above, we have observed that there is a strong correlation between changes in the 
level of mRNA present in any particular cell type and the level of protein 



expressed from that mRNA in that cell type. In approximately 80% of our 
observations we have found that increases in the level of a particular rtiRNA 
correlates with changes in the level of protein expressed from that mRNA when 
human tumor cells are compared with their corresponding normal cells, 

6. Based upon my own experience accumulated in more than 20 years of 
research, including the data discussed in paragraphs 4 and 5 above and my 
knowledge of the relevant scientific literature, it is my considered scientific 
opinion that for human genes, an increased level of mRNA in a tumor cell relative ^ 
to a normal cell typically correlates to a similar increase in abundance of the 
encoded protein in the tumor cell relative to the normal cell. In fact, it remains a 
central dogma in molecular biology that increased mRNA levels are predictive of 
corresponding increased levels of the encoded protein. While there have been 
published reports of genes for which such a correlation does not exist, it is my 
opinion that such reports are exceptions to the commonly understood general rule 
that increased mRNA levels are predictive of corresponding increased levels of the 
encoded protein. 

7. I hereby declare that all statements made herein of my own knowledge are 
true and that all statements made on information or belief are believed to be true, 
and fiirther that these statements were made with the knowledge that willfiil Mse 
statements and the like so made are punishable by fine or imprisonment, or both, 
under Section 1001 of Title 18 of the United States Code and that such willftil 
statements may jeopardize the validity of the application or any patent issued 
thereon. 
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Genome-wide Study of Gene Copy Numbers, 
Transcripts, and Protein Levels in Piairs of 
Non-invasive and Invasive Human Transitional 
Cell Carcinomas* 

Torben F. 0rntoftt§, Thomas ThykjaerU, Frederic M. Waidman||, Hans Wolf**, 
and Julio E. Celis4=|: v 



Gain and loss of chromosomal material is characterisiic 
of bladder cancer, as well as malignant transformation iii 
general. The consequences of these changes at both the 
transcription and translation levels is at present unknown 
partly because of technical limitations. Here we have at- 
tempted to address this question in pairs of non-invasive 
and invasive human bladder tumors using a combination 
of technology that included comparative genomic hybrid- 
ization, high density oligonucleotide array-based monitor- 
ing of transcript levels (5600 genes), and high resolution 



phenomenon at both the transcription and translation levels. 
High throughput array studies of the breast cancer cell Iln6 
BT474 has suggested that there Is a congelation between 
DNA copy numbers and gene expression In highly amplified 
areas (2), and studies of individual genes in solid tumors 
have reveajed a good congelation between gene dose and 
mRNA or protein fevels In the case of c-erb-B2, cyc//n dt, 
e/ns 7, and N-myc;(3-5). However, a high cyclin D1 protein 
expression has been observed without simultaneous am- 



Wo-dimenslonal gel eiectrophoresis/the results showed z^'^c^^^o" W» ^ '^w level of c-myc copy number in 



that there is a gene dosage effect mat In some cases 
superimposes on othier regulatory mechanisms. This ef- 
fect depended (p < 0.015) on the magnitude of the com- 
parative genomic hybridization change. In general (18 of 
23 cases), chromosomal areas witii more than 2-fold igain 
of DNA showed a corresponding increase in mRNA tran- 
scripts. Areas with loss of DNA, on the other hand, 
showed either reduced or unaltered transcript level^ Be- 
cause most proteins respWed by two-dimensional gels 
are unknown it was only possible to compare mRNA and 
protein afterations in rielatively few cases of well focused 
abundant proteins, ^ith few exceptions we found a good 
correlation (p < 0.005) between transcript aiterations and 
protein levels. The implications, as well as limitations, 
of the approach are discussed. Molecular & Cellular 
Proteomlcs 1:37-^45, 2O0Z 



Aneuploidy is a common feature of most human cancers 
(1), but little is known about the genome-wide effect of this 
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crease was observed without concomitant c-myc protein , 
overexpression (6). 

In human bladder tumors, karyotyping, fluorescent in situ 
hybridization, and Comparative genomic hybridization (CGH)^ 
have revealed chromosomai aberratior^s that seem to be 
characteristic of certain stages of disease proigression. In the 
case of hon-lnvasive pTa transit|onaI cell carcinomas (FCCs), 
this includes loss of chromosome 9 or parts of It. as well ais 
loss of y in males. In minimally invasive pTI TGGs, the fol- 
lowing alterations have been reported: 2q-, 11p-, 1q+, 
11q13-l-, 17q+. and 20q+ (7-12), It has been suggested that 
these regions hartx)r tumor suppressor genes and onco- 
genes; hov/ever, the large chromosomal areas involved often 
contain many genes^ hnaldng meaningful predictions of the 
functional consequences of losses and gains very difficutt. 

In this investigation we have combined genome-wide tech- 
nology for detecting genomic gains and losses (CGH) vwth 
gene expression profiling techniques (microarrays and pro- 
teornics) to determine the effect of gene copy number on 
transcript and protein levels in pairs of non-irivasive and in- 
vasive human bladder TCCs. 

. EXPERIMEhfTAL PROCEDURES 

Mafer/a/— Bladder tumor biopsies were sampled after Informed 
consent was obtained and after removal of tissue for routine pathol- 
ogy examination/By light microscopy tunriofs 335 and 532 were 
staged by an experienced pathologist as pTa (superficial papillary), 

^ The abbreviattons used are: CGH, comparative genomic hybrid- 
izatton; TCC. transitional cell carcinoma; LOH, loss of heterozygosity; 
PA-FABP, psoriasis-associated fatty acid-binding protein; 2D, 
two-dimensional. 
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Fig, 1. DNA copy number and mRNA expression level. Shown from left to right are chromosome {Chn), CGH profiles, gene location and 
expression level of specific genes, and overall expression level along the chromosome. 4, expression of mRNA in invasive tumor 733 as 
compared with the non-invasive counterpart tunrw 335. B, expression of mRNA In Invasive tumor 827 compared with the non-invasive 
counterpart tumor 532. The average fluorescent signal ratio between tumor DNA and nonmal DNA is shown along the length of the chromosome 
(^eft). The bold curve in the ratio profile represents a mean of four chromosomes and is surrounded by thin curves Indicating one standard 
deviation. The central vertical Ime (bro/een) indicates a ratio value of 1 (no change), and the ver^callines next to it (rfotfed) indicate a ratio of 
6.5 Heft) and 2.0 {r/p/?0. In chromosomes where the non-invasiv.e tumor 335 used for comparison showed alterations in DNA content, the ratio 
profile of that chromosome is shown to Ihe right oi the invasive tumor profiie. TTie co/ored fears represents one gene each, identified by the 
running numbers above the bars (the name of the gene can be seen at www.MDLDK/sdata.html). The bars indicate the purported location of 
the gene, and the colors indicate the expression level of the genei In the invasive tumor compared vwth the non-invasive counterpart; >2-fo!d 
increase (b/ac/c), >2-fold decrease (b/ue); no significant change (orange). The bar to the far right, entitled Expre^or) shows the hesulting change 
in expression along the chromosome; the cotors indicate that at least half of the genes were up-regulated (b/acAc), at l&ast half of the genes 
down-regulated (Wiie), or more than half of the genes are unchanged (orange). If a gene was absent in one of the samples and present in 
another, it was regarded as more thari a 2-fold char^. A 2-fold level was chosen as this conesponded to one standard deviation in a double 
detemriination of --1800 genes. Cemromeres and heterochromatic regions v/ere excluded f^ 



grade I and il, respecrlively, tumors 733 and 827 were staged as pTI 
(invasive into submucosa), 733 was staged as solid, and 827 was 
staged as papillary, both grade III. 

mRNA Preparatfon— Tissue biopsies, obtained freish from surgery, 
were emt>edded immediately in a sodium-guanidinium thiocyanate 
solution and stored at -80 **C. Total RNA was isolated using the 
RNAzol B RNA teolation method (WAK-Chemie Medicial , GMBH), 
polyt/^"^ RNA was isolated by an oligo(cn) selection step (Oligotex 
mRNA lot; Qiagen). 

cRNA Priaparation—A ^g of mRNA was used as starting material. 
The first and second strand cDNA synthesis was performed using the 
Superscript® choice system (Invitrogen) acfcording to the manufac- 
turer's instructions but using an oligo(dT) primer containing a T7 RNA 
polymerase binding site. Labeled cRNA was prepared using the ME- 
GAscrip® in vitro transcription icit (Ambion). Biotin-lat>eled CTP and 



UTP (Enzo) was used, together v^th unlal>eled NTPs in the reaction. 
Follownng the in vitro transcription reaction, the unincorporated nu- 
cleotWes were removed lisin^ RNeasy columns (Qiagen). 
: Array Hybridization and Scann/ng— Annay hybridization and scan- 
ning was rhodified frorh a previous method (13). 10 ^ig of cRNA vras 
fragmented at 94 "C for 35 mln in buffer containing 40 mM Tris 
acetate. pH 8.1, 100 mM KOAc, 30 mM MgOAc. Prior to hytnldization, 
the fragmented cRNA in a 6x SSPE-T hybridization buffer (1m NaQ, 
10 rnM Tris, pH 7.6, 0:005% Triton), was heated to 95 *C for 5 min, 
subsequently cooled to 40 ''C, and loaded onto the Affymetrix probe 
array cartridge. The probe arr^y was then incubated for 16 h at 40 "C 
at constant rotation (60 rpm). The probe array was exposed to 10 
washes in 6x SSPE-T at 25 '*C followed by 4 virashes in 0.5x SSPE-T 
at 50 *C. The biotinylated cRNA was stained vvith a streptavidin- 
phycoerythrin conjugate, 10 ftg/mi (Molecular Probes) in 6x SSPE-T 
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Fig. 1 — continued 



for 30 min at 25 *C followed by 1 0 washes in 6 x SSPE-T at 25 ^'C. The 
probe arrays were scanned at 560 nm using a confocal laser scanning 
microscope (made for Affymetrix by Hewlett-Packard). The readings 
from the quantitative scanning were analyzed by Affymetrix gene 
expression analysis software. 

/W/cTDsafe/We /\na/>^— Microsatellite Ahalys^^ 
described previously (14). Microsatellites were selected by use of 
www.nobi.nlm.nih,gov/genemap98, and primer sequences were ob- 
tained from the genome data base at www.gdb.org. DMA was extracted 
from tumor and blood arid amplified by PGR in a volume of 20 ^ for 35 
cycles. The amplicorts were denatured and electrophoresed for 3 h in an 
ABI Prism 377, Data were collected in the Gene Scan program for 
fragment analysis. Loss of heterozygosity was defined as less than 33% 
of one allele detected In tumor amplicons compared with blood. 

Proteomic Analysis— JCCs y\/ere minced into small pieces and 
homogenized in a snriall glass homogenlzerin 0.5 ml of lysis solution. 
Samples were stored at ^20 °C until use. The procedure for 2D gel 
electrophoresis has been descrik>ed in detail elsewhere (15, 16). Gels 
were Sftained with stiver nitrate and/or Coomassie Brilliant Blue. Pro- 
teins were identified by a combination of procedures that included 
micrpsequencing, mass spectrometry, two-dimensional gel Westem 
immunoblotting, and comparison with the master tv^xJimensional gel 
image of human keratinocyle proteins; see biobase.dk/cgi-bin/celis. 

CGH— Hybridization of differentially lat>eled tumor arKl normal DMA 
to normal nfietaphase chromosomes was perfonnned as described 
previously (10). Ruorescein-lat>eled tumor DNA (200 ng), Texas Red- 



labeled reference DNA (200 ng)i and human Cot-1 DMA (20 /ig) were 
denatured at 37 for 5 min and applied to denatured normal met- 
aphase slides. Myl>ridization was at 37 *C ior 2 days. After washing, 
the slides were couhterstained with 0.15 /ig/ml 4,6-diamidino-2-phe- 
nylindole in an anti-fade solution. A second hybridization viras per- 
formed for all tumor samples using fluorescein-labeled reference DNA 
and Texas Red-labeled tumor DNA (iriverse labeling) to confinn the 
at»errations detected during the initial hybrfdization. Each GGH ex- 
periment also ir)cluded a normal control hybridization usjnig fluores- 
cein- and Texas Red-lat>eied normal DNA. Digital image analysis was 
used to identify chromosomal regioris with abnormal fluorescence 
ratk>s, indicating regions of . DNA gains and losses. The average 
green:red fluorescencie intensity ratio profiles were calculated using . 
four images of each chromosome (eight chromosomes totaQ with 
nonmalizatiori of the green:red fluorescence intensity ratk) for the 
entire metaphase and background correction. Chromosome identifi- 
catk>n was performed based on 4,6-diamidirKK2-phenylir>dole band- 
ing patterns. Only images showing uniforin high interisity fluores- 
cence with minimal background staining were analyzed. All 
centromeres, p arms of acrocentric chromosomes, and heterochro- 
matic regions were excluded from the analysis. 

RESULTS 

Comparative Genomic Hybridization—Jhe CGH analysis 
identified a number of chronnosomal gains and losses in the 
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Table ■! ■ 

Cormfation between anemtions detected by CGH and by expression rri^ 

Top, CiSH used as independent variable (if CGH aheration - what expression ratio was found); bottom, altered expression used i 
irxJependent variable Of expression alteration - what CGH deviation was^ 



CGH afteratjons 



Tumor 733 vs. 335 
Expression charYge clusters 



Concordance 



CGH alterations 



Tumor 827 vs. 532 
Expression change clusters 



Concordance 



13 Gain 



10 Loss 



10 Uprregulation 
P Down-regulation 

3 No change 

1 Up-regulation 
5 Down-regulation 

4 No change 



.77% 



50% 



1 0 Gain 8 Up-regulation 

0 Down-regulation 
2 No change 

12 Loss 3 Up-regulation 

2 Down regulation 
7 No change 



Expression change clusters 



Tumor 733 vs. 335 
CGH aheratlohs 



Concordance Expression change clusters 



Tumor 827 vs. 532 
CGH alterations 



80% 
17% 

Concordance 



16 Up-regulation 


11 Gain 


69% 


17 Up-regulation 


10 Gain 


59% 


2 Loss 






5 Loss 






3 No change 






2 No change 




21 Down-regulation 


1 Gain 


38% 


9 Down-regulation 


OGain 


33% 




8 Loss 






3 Loss 




• ■/ 


12 No change 






6 No change 


81% 


15 No change 


, 3 Gain 


60% 


, 21 No change 


1 Gain 


3 Loss 






3 Loss 






9 No change 






17 No change 





two invasive tumors (stage pTi , TCCs 733 and 827), whereas 
; the two non-invasive piapillomas (stage pTa, TCCs 335 and 
532) showed only 9p-, 9q22-q33-, and X-, and 7+, 9q-, 
and respectively. Both invasiye tumors showed changes 
(1q22-24+. 2q14.1-qter-, 3q12-q13.3-. 6q12-q22-, 
9q34+, 11q12-q13+, 17+. and 20q11.2-q12+) that are typ- 
ical for their disease stage, as well as additional alterations, 
some of which are shown In Rg. 1. Areas with gains and 
losses deviated from the normal copy number to some extent, 
and the average numerical deviation from normal was p.4-fold 
in the case of TCC 733 and 0.3-fold for TCC 827. The largest 
changes, amounting to at least a doubling of chromosomal 
content, were observed at 1q23 In TCC 733 (Rg. tA) and 
20ql2inTCC827(Rg.ie). 

mRNA Expression in Relation to DNA Copy Number—TUe 
mRNA levels fronri the two invasive tunrK>rs (TCCs 827 and 
733) were oompaired with the two non-lnvash^e counterparts 
(TCCs 532 and 335). This was done in two separate experi- 
nr>ents in which we compared TCCs 72f3 to 335 and 827 to 
532, respectively» using two different scaling settings for the 
arrays to rule out scaling as a confounding parameter. Ap- 
proximately 1,800 genes that yielded a signal on the arrays 
were searched in the Unigene and Genemap data bases for 
chromosonDal location, and those with a known location 
(1096) were plotted as bars covering their purported locus. In 
that way it was possible to construct a graphic presentation of 
DNA copy number and relative mRNA levels along the Indi- 
vidual chromosomes (Rg. 1). 

For each mRNA a ratio was calculated between the level in 
the invasive versus the non-invasive counterpart. Bars, which 
represent chromosomal location of a gene, were color-coded 
according to the expression ratio, and only dlffererK;es larger 



than 2-f6ld were regarded as informative (Rg. 1). The dens^ity 
of genes along the chromosomes varied, and areas contain- 
ing only one gene were excluded from the calculations. The 
resolution of the QGH method is very tow, artd some of the 
outlier data may be k>ecause of the fact that the boundaries of 
the chromosomal aberrations are not known at high resolution. 

Two sets of calculations were made froni' the data For the 
first set we used CGH alterations as the Independent variable 
and estimated the frequency of expression alterations in these 
chromosomal areas. In general, areas with a strong gain of 
chromosomal material contained a cluster of genes having 
increased mRNA expression. For^ example, both chromo- ; 
somes 1q21-q25, 2p and dq, showed a relative gain of more 
than 100% In DNA copy number that was accompanied by 
increased mRNA expression levels in the two tunrwr pairs (Rg. 
1). In most cases, chromosomal gaihs detected by CGH were 
accompanied by an increased level of transcripts In both 
TCCs 733 (77%) and 827 (80%) (Table I, fop). Chromosomal 
losses, on the other hand, were not accompanied by de- 
creased expression in several cases, and were often regis- 
tered as having unaltered RNA levels (Table I, fop). The inabil- 
ity to detect RfsIA expression changes In these cases was not 
because of fewer genes mapping to the lost regions (data not 
shown). 

In the second set of calculations we selected expression 
alterations above 2-fold as the independent variable and es- 
timated the frequency of CGH alterations in these areas. As 
above, we found that increased transcript expression corre- 
lated with gain of chromosomal material (TCC 733, 69% and 
TCC 827, 59%), whereas reduced expression was often de- 
tected in areas with unaltered CGH ratios (Table I, bottom). 
Furthermore, as a control we looked at areas with no alter- 
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Fig. 2. Conrelatton between maximum CGH aberration and the ability to clete|::t expression change by ofigonucleotide array 
monitoring. The aberration is shown as a numerical -fold change in ratio between invasivie tumors 827 (A) and 733 (4) and their non-invasive 
counterparts 532 and 335, The expression change was takeri from the Expression iine to the right in Fig. 1, which depicts the resulting 
expression change for a given chromosomal region. At least half of the mRNAs from a given region have to be either up- or dowrv-regulated 
to be scored as an expression change. All chromosomal arms in which the CGH ratio plus or minus one standard deviation was outside the 
ratio value of one were included. 



atlon in expression. No alteration was detected by CGH in 
most of these areas (f CO 733, 60% and TCC 827, 81%; see 
Table I, bottom). Because the ability to observe reduced or 
increased mRNA expression clustering to a certain chromo- 
somal area clearly reflected the extent of copy number 
changes, we plotted the maximum CGH aberrations In the 
regions showing CGH changes against the ability to detect a 
change in mRNA expression as monitored by the oligonucleo- 
tide anrays (Fig. 2)(£pr both tumors TCC 733 {p < 0.015) and 
TCC 827 (p < 0.00003) a highly significant correlation was 
observed between the level of CGH ratio change (reflecting 
the DMA copy number) and aiteratlons detected by the an-ay 
based technology (Fig.^ Similar data were obtained when 
areas with altered expression were used as independent vari- 
ables. These areas con^elated t>est with CGH when the CGH 
ratio deviated 1 .6- to 2.0-fo|d (Table \, bottom) but mostly did 
not at lower CGH deviations. These data probably reflect that 
loss of an allele may only lead to a 50% reduction in expres- 
sion level, which is at the cut-off point for detection of expres- 
sion alterations. Gain of chromosonrial material can occur to a 
much larger extent. 

Microsatellite-based Detection of Minor Areas of Loss- 
es— In TCC 733, several chromosonrial areas exhibiting DNA 
amplification were preceded or followed by areas with a nor- 
mal CGH but reduced mRNA expression (see Fig. 1, TCC 733 
chromosome 1q32, 2p21, and 7q21 and q32, 9q34, and 
10q22). To detemiine whether these results were because of 
undetected loss of chromosomal material in these regions or 



because of other non-structural mechanisms regulating tran- 
scription, we examined two nriicrosatellites positioned at chro- 
mpsdme 1q25-32 and two at chromosome 2p22. Loss of 
heterozygosity (LOH) was foun^ at both 1c!|25 and at 2p22 
indicating that minor deleted areas were not detected witti the 
resolution of CGH (Rg. 3). Additionally, chromosome 2p In 
TCC 733 showed a CGH pattem of gain/no change/gain of 
DNA that correlated with transcript Increase/decrease/in- 
crease. Thus, fof the areas showing increased expression 
there was a correlation with the ONA copy number alterations 
(Rg. liA). As indicated above, the mRNA decrease observed In 
the middle of the chromosomal gain was because of LOH, 
implying that one of the mechanisms for mRNA down-regu- 
lation may be regions that have undergone smaller losses of 
chromosomal material. However, this cannot be detected with 
the resolution of the CGH method. 

In both TCC 733 and TCC 827, the telomeric erKi of chro- 
nnosome 11p showed a normal ratio in the CGH analysis; 
however, clusters of five and three genes, respecth^ety, lost 
their expression. Two microsatellites (D11S1760, D11S922) 
positloried close to MUC2, IGF2, and cathepsin D indicated 
LOH as the most likely mechanism behind the loss of expres- 
sion (data not shown). 

A reduced expression of nhRNA observed In TCC 733 at 
chromosomes 3q24, llpll, 12p12.2, 12q21.1, and 16q24 
and In TCC 827 at chromosome 11p15.5, 12p11. 15q11.2, 
and 18q12 was also examined for chromosomal losses using 
microsatellites positioned as close as possible to the gene loci 
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. FtQ. 3. Microsatellite analysis of loss of heterozygosity. Tumor 
733 showing loss of heterozygosity at chromosome 1q25» detected 
(a) by D1 821 5 dose to Hu class I histocompatibility antigen (gene 
number 38 In Rg. 1), (6) by D1S2735 close to calhepisin E (gene 
number 41 in Rg. 1), and (c) at chromosome 2p23 by D2S225i close 
to geno^ 0-spectHn (gene number 1 1 on Rg. 1) and of (d) tumor 827 
showing loss of heterozygosity at chrornosome 18qi2 by S18S1118 
close to mitochondrial 3-oxoacyi-coehzyme A thiolase (gene number 
12 in Rg. 1). The upper curves show the electropherogram obtained 
from normal DNA from leukocytes {Nf, and the tower curves show the 
electropherogram frdim tumor DNA (7). In all cases one allele Is 
partially lost in the tumor amplicpn. 

showing reduced nnRNA transcripts. Only the microsatellite 
positioned at 18q12 showed LOH (Rg, 3), suggesting that 
trariscriptiorlal down-regulation of genes in the other regions 
may be controlled by other mechanisms. 

Relation between Changes in mRNA and Protein Levels— 
2D-PAGE analysis, in combination with Cpomassle Brilliant 
Blue and/or silver staining, was carried put on all four tumors 
using fresh biopsy material, 40 well resolved abundant Icnown 
proteins migrating in areas away from the edges of the pH 
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Ra 4. Correlation between proteiri levels as judged by 2D- 
PAGE and transcript ratio. For comparison proteiris were divided in 
three groups, unaltered in level or u|>- or down-regulated (f)orizontal 
axis). The mRNA ratio as determined by oligonucleotide arrays was 
plotted for each gene {verticai axis). mRNAs that were scored as 
present in both tumors used for the ratio calculation; A, mRNAs that 
were scored as absent in the invasive tumors (along horizontal axis) or 
as absent in non-invasive refererrce (top of figure). Two different 
scaltngs were used to exclude scaling as a confour>der^ TCCs 827 
and 532 (AA) were scaled with t>ackground suppressiori, and TCCs 
733 and 335 {#0) were scaled without suppression. Both compari- 
sons showed highly significant (p < 0.005) differences in mRf*4A ratios 
t»etween the igroups. Proteins shown were as follows: Group A (from 
left), phosphoglucomutase 1, glutathione transferase class ti number 
4, fatty acid-binding protein hpmologue, cytokeratin 1$, and cyto- 
keratin 13; 8 (from left), fatty acid-binding protein hornoiogue, 28-kDa 
heat shock protein, cytokeratin 13, and calcyclin; C<from left), a-eno- 
lase, hnRNP 81, 28^kDa heat shock protein, 14-3*3-6, and 
pre-mRNA splicing factor; D, mesothelial keratin K7 (type II); E (from 
fop), glutathione S-transferase-ir arid mesothelial keratin K7 (type \f); 
F(from top andyeft), adenylyl cyclase-associated protein, E-cadherin, 
keratin 19, calgl^aiin, phosphoglycerate mutase, annexin IV, cy- 
tQSkeletal r-actin, hnRNP A1, integral membrane protein calnexin 
OP90), hnRNP H, brain-lype clathrin light chain-a, hnRNP F, 70-kDa 
heat shock protein, heterogeneous nuclear ribonucleoprptein A/B, 
translatk>nally controlled tumor protein, livar glyceraidehyde-3-jphos- 
phate dehydrogenase, keratin 8, aldehyde reductase, and. Na,K- 
ATPase 0-1 subunit; G, (from top and /eft), TCP20, calgizzarin, 70- 
kDa heat shock protein, calriexin, hnRNP H, cytokeratin 15, ATP 
synthase, keratin 19, triosephosphateisomerase^ hnRNP F, liver glyc- 
eraldehydiB-3-phosphatase dehydrogenase, glutathione S-transfer- 
ase-ir, and i^eratin 8; H (from left), plasma gelsoiin, autoantigen cal- 
reticulin, thtoredoxin, and NAD+-dependent 15 hydr6xyproslaglar>din 
dehydrogenase; / (from top), prolyl 4-hydroxylase /9-subunit, cyto- 
keratin 20, cytokeratin 17, prohibition, and fructose 1,6-biphos- 
phatase; J annexin II; K, annexin IV; L (from top and teft), 90-kDa heat 
shock protein, prolyl 4-hydrpxyiase 0-subunit, a-enolase, GRP 78, 
cyctophilin, and cofilin. 

gradient, and having a known chromosomal location, were 
selected for analysis in the TCC pair 827/532. Proteins were 
identified by a combination of methods (see "Experimental 
Procedures"). In general there was a highly significant conre- 
lation (p < 0.005) between mRNA and protein alterations (Rg. 
4). Only one gene showed disagreement between transcript 
alteration and protein alteration. Except for a group of cyto- 
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keratins encoded by genes on chromosome 17 (Rg, 5) the 
analyzed proteins did not belong to a particular family. 26 well 
focused proteins whose genj&s had a know chromosomal 
location were detected in JCGs 733 and 335, and of these 19 
con^elated (p < 0.005) with the 'mRNA changes detected using 
the anrays (Rg. 4>. For exanjple, PA-FAep was highly ex- 
pressed in the non-invasive TCC 335 but lost in the invasive 
counferjDart (TCC 733; see Rg. 5). The smaller number of 
proteins detected in both 733 and 335 was because of the 
smaller size of the biopsies that were available. 

11 chromosomal regions where CGH showed aberrations 
that corresponded to \Ue changes in transcript levels also 
showed conresiponding changes in the protein levei (Table II). 
These regiorts included, genes that encode proteins that are 
found to be frequently altered in bladder cancer, narriely 
cytokeratins 17 and 20, annexins ll and IV, and the fatty 
acid-binding proteins PA-FABP and FBP1 . Four of these pro- 
teins were encoded by genes in chromosome 17q, a fre- 
quently arpplified chromosomal area in invaisive bladder 
cancers. | 

DISCUSSION 

Most human cancers have abnormal DNA content, having 
lost some chromosomal parts and gained others. The present 
study provides sorhe evidence as to the effect of these gains 
/ iand losses on gene expression in tvyo pairs of non-invasive 
and invasive TCCs using high throughput expression arrays 
and proteomics, in combination with CGH. In general, the 
results showed that there is a clear individual regulation of the 
mRNA expression of single genes, which in some cases was 
superimposed by a DMA copy number effect. In most cases, 
genes located in chromosomal areas- with gains often exhib- 
ited increased mRMA expression, whereas areas showing 
losses showed either no change or a reduced mRNA expres- 
sion. The latter might be because of the fact that losses most 
often are restricted to loss of one allele, and the cut-off point 
for detection of expression alterations was a 2-fold change, 
thus being at the border of detection. In several caseis, how- 

Tabue II 



F^teins whose expression ievel correlates with lx)th mRNA and gene dose ^ 


Protein 


Chromosomal location 


Tumor TCC 


CGH alteration 


Transcript alterationT 


Protein alteration 


Annexin 11 


1q21 


733 


Gain 


Abs to Pres" 


Increase 


Annexin IV 


2p13 


733 


Gain 


3.9-FoW up 


increase 


Cytokeratin 17 


17q12-q21 


827 


Gain 


3.8-Fold up 


increase 


Cytokeratin 20 


17q21.1 


827 


Gain . 


5.6-Fold up 


Increase 


(PA-)FABP 


8q21.2 


827 


Loss . 


lO^FokJdown 


Decrease 


FBP1 


9q22 


827 


Gain 


2.3-Fold up 


Increase 


Plasma gelsolin 


9q31 


627 


Gain 


Abs to Pres 


Increase 


Heat shock protein 28 


15q12-q13 


827 


Loss 


2.5-Fold up 


Decrease 


Prbhibitin 


17q21 


827/733 


Gain 


3.7-/2.5-Fold up^ 


Increase 


PrblyM-hydroxyt 


17q25 


827/733 


Gain 


5.7-/1 .6-Fold up 


Increase 


hnRNPBI 


7p15 


827 


Loss 


2.5-Fold down 


Decrease 



• Abs, absent; Pres. present 
In cases where the corresponding alterations were found in both TCCs 827 ar>d 733 these are shown as 827/733. 




Fig. 5. Comparison of protein and transcript levels in invash^e 
and non-ihvashfe TCCs. TTie upper part of the figure shows a 2D gel 
{/eft) and the oligonucleotide anay ifight^ of TCC 532. The red rectan- 
gles on the upper gel highlight the areas that are compared below. 
Identical areas of 2D gels of TCCs 532 and 827 are shown t>eI6w. 
Clearty, cytokeratins 13 and 15 are strongly down-regulated in TCC 
827 (red annotation). The tile on the anriay containing probes for 
cytokeratin 15 Is enlarged 6e/ow the array (red arrow) from TCC 532 
and is compared with TCC 827. The upper row pi squares in each tile 
corresponds to perfect match prot>es; the lower row corresponds to 
mismatch probes contaihtng a mutation (used for correction for un- 
specific binding). Absence of signal is depicted as black, and the 
higher the signal the lighter the cplor. A high transcript level was 
detected in TCC 532 t61 51 units) whereas a much lower level was 
detected in TCC 827 (absence of signals). For cytokeratin 13, a high 
transcript level was also present in TCC 532 (15659 units), and a 
much lower level was present in TCC 827 (623 units). The 2D gels at 
the bottom of the figure (fe/Q show levels of PA-FABP and adipocyte- 
FABP in TCCs 335 and 733 (invasive), respectively. Both proteins are 
down-r^ulated in the Invasive tumor. To Vhe right we show the array 
tiles fpr the PA-FABP transcript. A medium transcript leviel was de- 
tected in the case of TCC 335 (1277 unit^ whereas very low levels 
were detected in TCC 733 (166 uriits). IBF, isoelectric focusing. 
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ever, an increase or decrease in Dr4A copy number was 
associated with de novo occurrence or complete loss of tran- 
script, respectively. Some of these trainscripts could hot be 
detected in the non-invasive tumor but were present at rela- 
tively high levels in areas with DMA amplifications in the inva- 
sive tumors (e.g. in TCC 733 transcript froni cellular ligand of 
annexin II gene (chromosome 1q21) from absent to 2670 
arbitrary units; in TCC 827 transcript from small prolirie-rich 
protein 1 gene (chromosome 1q12-q21.1) from absent to 
1326 arbitrary units). It may be anticipated from these data 
that significant clustering of genes with an increased expres- 
sion to a certain chromosomal area indicates an increased 
likelihood of gain of chrbmosornal material in this area . 

Considering the many possible regulatory mechanisms act- 
ing at the level of transcription, it seems striking that the gene 
dose effects were so clearly detectable in gained areas. One 
hypothetical explanation may lie in the loss of controlled 
methylation in tumor ceils (17-19). Thus, it nr^ay be possible 
that in chromosomes with increased DMA copy numbers two 
or more alleles could be demethylated simultajieously leading 
to a higher transcription level, whereas in chromosomes with 
losses the remaining allele could be partly metfiylated, turning 
off the process (20, 21). A recent report has docun>ented a 
plotdy regulation of gene expression in yeast, but in this case all 
the genes were present in the same ratio ^), a situation that is 
not analogous to that of cancer cells, which show marked 
chromosomal at)enations, as well as gene dosage effects. 

Several CGH studies of bladder cancer have shown that 
some chromosomal abenations are common at cefrtain 
stages of disease progression, often occurring in more than 1 
of Stumors. In pTa tumors, these include 9p-,9q-, 1q+, Y- 
(2, 6), arid in pTI tumors, 2q-,11p-, 11q^, 1q+, 5p4, 8q+, 
17q+, and 20q+ (2-4, 6, 7). The pta tumors studied here 
showed similar abenations such as 9p- and 9q22-q33- and 
9q- and Y-, respectively. Likewise, the two minimal invasive 
pTI tumors showed aberrations that are cornmonly seeri at 
that stage, and TCC 827 had a remarkable resemblar>ce to the 
commonly seen pattem of losses and gains, such as 1 q22-24 
amplification (seen in both tumors), 1 1q14-q22 los?, the latter 
often linked to 17 q+ (both tumors), and 1q+ and 9p-, often 
linked to 20q+ and 11 q13+ (both tumors) (7r-9). These ob- 
servations Indicate that the pairs of tumors used in this study 
exhibit chromosomal changes observed in m^y tumors, and 
therefore the findings could be of general importance for 
bladder cancer. 

Considering that the mapping resolution of CGH is of about 
20 megabases it is only possible to get a crude picture of 
chromosomal instability using this technique. Occasionally, 
we observed reduced transcript levels close to or inside re- 
gions with increased copy numbers. Analysis of these regions 
by positioning heterozygous microsateilites bs close as pos- 
sible to the locus showing reduced gene expression revealed 
loss of heterozygosity in several cases. It seems likely that 
multiple and different events occur along each chromosomal 



arm and that the use of cDNA microarrays for analysis of DMA 
copy number changes will reach a resolution that can resolve 
these changes, as has recently been proposed (2): The outlier 
data were not more frequent at the boundaries of the CGH 
abenations. At present we do hot know the mechanFsm t)e-: 
hind chromosomal aneupioidy and cannot predict wrtiether 
chromosomal gains will be transcribed to a larger extent than 
the two native ^illeles. A mechanlsni as genetic imprinting hais 
an impact on the expression level in normal cells and is often 
reduced in tumors. However, the relation between imprinting 
and gain of chromosomal material is not known. 

We regard it as a strength of this investlgatlpn that we were 
able to compare invasive tumors to benign tumors rather than 
to normal urothelium, as the turnors studied were biok>gicalty 
very close and probably may represent successive steps in 
the progressiori of bladder cancer. Despite the limited amount 
of fresh tissue available it was possible to apply three different 
state of the art methods. The observed correlation between 
DMA copy number and mRNA expression is remarkable when 
one considers that different pieces of the tunrK>r biopsies w&re 
used for the different sets of experimeints. This irKjicate that 
bladder tumors are relatively homogerious, a notion recently 
supix>rteid by CGH and LOH data that showed a remaricable 
similarity even between tumors arxJ distant metastasis (10, 23). 

In the few cases analyzed, mBNA and protein levels 
showed a striking conespondence although in some cases 
we found discrepancies that may be attributed to translatiorial 
regulation, post-translational processing, protein degrada- 
tion, or a combination of these. Some transcripts belong to 
undertranslatiBd mRNA pools,, which are associated with few 
translationally inactive ribosomes; these pools, however, 
seem to be rare (24). Protein degradation, for example, may 
be very important in the case of polypeptides with a short 
half-life (e.g. signaling proteins). A poor conrelation between 
mRNA and protein levels was found in liver cells as deter- 
mined by an-ays and 2D-PAGE (2^, and a moderate correla- 
tion was recently reported by Ideker et ah (26) in yeast. 
(Interestingly, our study revealed a much better correlation 
between gained chromosomal areas and increased mRNA 
levels than betweeri loss of chromosomal areas and reduced 
mRNA levels. In general, the level of CGH change detennined 
the ability to detect a change in transcripC) One possible 
explanation could be that by losing one allele the change in 
mRNA level is not so dramatic as compared with gain of 
material, which can be rather unlimited and may lead to a 
severalfold increase in gerie copy number resulting in a much 
higher impact on transcript level. The latter would be much 
easier to detect on the expression arrays as the cut-off point 
was placed at a 2-folcl level so as not to t>e biased by noise on 
the array. Construction of arrays with a better signal to noise 
ratio may in the future allow detection of lesser than 2-fold 
alterations in transcript levels, a feature that rhay facilitate the 
analysis of the effect of loss of chromosomal areas on tran- 
script levels. 
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In eleven cases we found a significant con-elation between 
DMA copy number, mRNA expression, and protein level. Four 
of these proteins were encoded by genes located at a fre- 
quently amplified area in chromosome 17q. Whether DNA 
copy number is one of the mechanisms behind alteration of 
these eleven proteins Is at present unknown and will have to 
be proved by other methods using a larger number of sam- 
ples. One factor making such studies complicated Is the large 
extent of protein modification that occurs after translation, 
requiring immunoidentification and/or mass spectrometry to 
conrectly identify the proteins in the gels. 

In conclusion, the results presented in this study exemplify 
the i^ge body of knowledge that may be possible to gather in 
the future by combining state of the art techniques that follow 
the pathway from DNA to protein (26). Here, we used a tradi- 
tional chromosomal CGH method, but in the future high reso- , 
lution CGH based on microarrays vAth many thousand radiation 
hytxid-mapped genes will increase the resolution and infbnma- 
tion derived from these typies of experiments (2). Combined with 
expression anays analyzing transcripts derived from genes with 
known locations, and 2D gel analysis to obtain infomriation at 
the post-transiatiohal level, a clearer and more developed un- 
derstanding of the tumor genome will be forthcoming/ 
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ABSTRACT 

Genetic changes underlie tumor progression and may lead to cancer- 
specific expression of critical genes. Oyer 1100 publications have de- 
scribed the use of comparative genomic hybridization (CGH) to analyze 
the pattern of copy number alterations in cancer, but very few of the genes 
affected are known. Here, we performed high-resolution CGH analysis on 
cDNA microarrays in breast cancer and dhrectly compared copy number 
and mlO^A expression levels of 13,824 genes to quantitate the impact of 
genomic changes t>n gene expression. We identified and mapped the 
boundaries of 24 Independent amplicons, ranging In size from 0.2 to 12 
Mb. Throughout the genome, both high- and low-Jevel copy number 
changes had a substantial Impact on gene expression, with 44% of the 
highly amplified genes showing overexpression and 10.5% of the highly 
overexpressed genes being amplified. Statistical analysis with random 
permutation tests identified 270 genes whose expression levels across 14 
samples were systematically attributable to gene amplification. These 
included most previously described amplified genes in breast cancer and 
many novel targets for genomic alterations, including the HOXB7 gene, 
the presence of which in a novd ampHcon at 17q2U was validated in 
10J2% of primary breast cancers and associated with poor patient prog- 
nosis. In conclusion, CGH on cDNA microarrays revealed hundreds of 
novel genes whose overexpression is attributable to gene amplification. 
These genes may provide insfights to the clonal evolution and progression 
of breast cancer and highlight promising tiierapeutic targets. 

INTRODUCTION 

Gene expression patterns revealed by cDNA microarrays have 
facilitated classification of cancers into biologically distinct catego- 
ries, some of which may explain the clinical beluivior of the tumors 
(1-6). Despite this progress in diagnostic classification, the molecular 
mechamsms underlying gene expression patterns in cancer have re- 
mained elusive, and the utility of gene expression profiling in the 
identification of specific therapeutic targets remains limited 

Accumulation of genetic defects is thought to underlie the clonal 
evohition of cancer. Identification of the genesi that mediate the effects 
of genetic changes may be important by highlighting transcripts that 
are actively involved in tumor progression. Such transcripts ^d their 
encoded proteins would be ideal targets for anticancer tiierapies, as 
demonstrated by the clinical success of new therapies against an^li- 
fied oncogenes, such zs ERBBl said EGFR (7, 8), in breast cancer and 
other solid tumors. Besides amplifications of known oncogenes, over 
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Fig. 1 . Impact of gene copy number on global gene expression levels. A, percentage of 
over- and underexpressed genes (7 axis) acccnding to Copy number ratios QC axis). 
Threshold values used for over- and undertxpression were >Z184 (global tq>pcr 7% of 
the cDNA ratios) and <0.4826 (global lower 7% of the expression ratios). B, percentage 
of amplified and deleted genes according to expression ratios. Threshold vahtes for 
amplification and deletion were >1.5 and <0.7. 



20 recurrent regions of DNA amplification have been mapped in 
breast cancer by CGH* (9, 10). However, these amplicons are often 
large and poorly defined, and their impact on gene expression remains 
unknown. 

We hypothesized that, genome-wide identification of those gene 
expression changes that are atlrib\itable to underlying gene copy 
number alterations would highligjit transcripts that are actively in- 
volved in the causation or maintenance of the malignant phenotype. 
To identify such transcripts, we applied a combination of cDNA and 
CGH nucroarrays to: (a) determine the global impact that gene copy 
number variation plays in breast cancer development and progression; 
and (6) identify and characterize those genes whose mRNA expres- 



* The abbreviations used arc: CGH, comparative genomic bylmdization; FISH, ftuor 
rescence in situ hybridization; RT-PCR, reverse transcription-PCR. 
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Fig 2 Genomc-wtdc c<ipy number and expression analysis in the MCF-7 breast cancer ccU line: >i chromosomal CGH analysis of MCF-7. The copy number ratio profile (Wue 
across Ac entire genome from Ip tclorocie to Xq telomere is shown along with ± 1 SD. {orange lines). The black horizontal Une mdicates a ratio of 1.0; red Une, a ratio of 0.8; 
and green line, a ratio of \2, B-C genome-wide copy number analysis in MCF-7. by CGH on cDNA microarray. The copy number ratios were plotted as a function of Ac positira 
of the cDNA clones along the human genome. In J, individual data points are connected with a Une. and a moving median of 10 ai^acent clones is shown. hdrizonta! Une, tt»e 
copy number ratio of 1 0. In C. individual data points are labeled by color coding according to cDNA expression ratios. The bright red dots indicate the upper 2%. and dark red dots, 
the next 5% of the expression ratios in MCF-7 wills (overcxprcsscd ^n&)\ bright green dots indicate the lowest 2%, and dark green dots, the next 5% of the o^ression ratios 
(underexpressed genes); the rest of the observations are shown with Woe* crosses. The chromosome numbere are shown at the bottom of Ac figure; and cteomospnie boundanes are 
indicated with a dlojAetf /inc. 



sion is inost significantly associated with amplification of the corre- 
sponding genomic template. 

MATERIALS AND METHODS 

Breast Cancer Cell Lines. Fourteen breast cancer cell lines (BT-20, BT- 
474. HCC1428. Hs578l, MCF7, MDA-361, MDA-436, MDA-453, MDA-468, 
SKBR-3, T-47D, UACC812, ZR-75-1, and ZR-75-30) were obtained from the 
American Type Culture Collection (Manassas, VA). Cells were grown under 
recommended culture conditions. Genomic DNA and mRNA were isolated 
using standard protocols. 

Popy Number and Expression Analyses by cDNA Mkroarrays. The 
preparation and printing of the 13.824 cDNA clones on glass slides were 
performed as described (1 1-13). Of these clones, 244 represented uncharac- 
terized expressed sequence tags, and the remainder corresponded to knowzi 
genes. CGH experiments on cDNA microarrays were done as described. (14, 
1 5). Briefly, 20 /tg of genomic DNA from breast cancer cell lines and normal 
human WBCs were digested for 14-18 h with dn&RsaX (Life Technol- 
ogies, Inc., Rockville, MD) and purified by phenol/chloroform extraction. Six 
iLig of digested cell line DNAs were labieled with Cy3-dlFrP (Amersham 
Phannacia) and normal DNA with Cy5-dUTP (Amersham Pharmacia) using 
the Bioprime Labeling kit (Life Technologies, Inc.). Hybridization (14, 15) and 
posthybridization washes (13) were done as described. For the expression 
analyses, a standard reference (Universal Human Reference RNA; Suatagene, 
La Jolla, CA) was uied in all experiments. Forty /ig of reference RNA were 
labeled with Cy3-dUTP and 3.5 ^iig of test mRNA with CyS-dUTP, and the 
labeled cDNAs were hybridized on microarrays as described (13, 15). For both 
microarray analyses, a laser confocal seamier (Agilent Technologies,' Palo 
Alto, CA) was used to measure the fluorescence intensities at the target 
locations using the DEARRAY software (16). After background subtraction^ 
average intensities at each clone m the test hybridization were divided by the 
average intensity of the corresponding clone in the control hybridization. For 
the copy number analysis, the ratios were normalized on the basis of the 
distribution of ratios of all targets on the array and for the expression analysis 
on the basis of 88 housekeeping genes, which were spotted four times onto the 
array. Low quality measurements (i.e., copy number data with mean reference 
intensity <1(X) fluorescent units, and expression data with both test and 
reference intensity <!00 fluorescent units and/or with ^t size <50 units) 



were exchidcd from the analysis and were treated as missing values. The 
distributions of fluorescence ratios were used to defme cutpoints for increased/ 
decreased copy number. Genes with CGH ratio >1.43 (representing the iq)per 
5% of the CGH ratios across all experiments) were considered to be amplified, 
and genes with ratio <0:73 (represienting the lower 5%) were considered to be 
deleted. 

Statisticai Analysis of CGH and cDNA Microarray Data. To evaluate 
the influence of copy number alterations on gaie expression, we applied Ae 
followmg statisticai approach. CGH and cDNA cah*brated intensity ratios were 
log-transformed and honiialized using median centering of the values in each 
cell line. Furthermore, cDNA ratios for each gene across all 14 cell lines were 
median centered. For each gene, the CGH data were represented by a vector 
that was labeled 1 for amplification (ratio, >1.43) and 0 for no amplification. 
Amplification was correlated wiA gene exjfnession using the signal-to-noise 
statistics (1). We calculated a weig^ht, for each gene as follows: 

nig, - 



where m^,, cr^, and mgo,. o-^ denote the means and SDs for die expression 
levels for amplified and nonamplified cell lines, respectively. To assess the 
statistical significance of each weight; we performed 10,000 random permu- 
tations of the label vector. The probability that a gene had a larger or equal 
weight by random permutation than the original weight was denoted by a. A 
low a (<0.05) indicates a strong association between gene expression and 
amplification. 

Genomic Localization of cDNA Clones and Amplicoii Mapping. Each 
cDNA clone on the microarray was assigned to a Unigene cluster usang the 
Unigene Build 141.* A database of genomic sequence alignment infdrmation 
for mRNA sequences was created firom the August 2001 freeze of the UniT 
versity of California Santa Cruz's GoldenPath database.^ The chromosome and 
bp positions for each cDNA clone were then retrieved by relating Aese data 
sets. Amplicons were defined as a CGH copy number ratio >2.0 in at least two 
adjacent clones in two or more cell lines or a CGH ratio >2.0 in at least three 
adjacent clones in a single cell line. The amplicon start and end positions were 



* Internet address: http://rcscarehjihgriauh,gov/rnicroarray/dowiJoadabIejcdiia. 
^ Internet address: www.genonie.ucsc.edii. 
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Tabic i Summary of independent ampUcons in J 4 breast cancer cell lines by 
CGH mcroarray . ^ j 



- 

Location 


otart ^MD_; 






lpl3 


132.79 


13^94 


0.2 


lq2] 


173.92 


177^5. 


33 


Iq22 


179.28 


179.57 


03 


3pI4 


71.94 


74.66 


Z7 


7pl2.I-7plU 


55.62 


60.95 


53 


7q31 


125.73 


130.96 


5.2 


7q32 


140.0! 


140.68 


0.7 


8()2].Il-8q2]J3 


86.45 


92.46 


6.0 - 


8q2U 


98.45 


103.05 


4.6 


8q233-«q24.14 


129.88 


14Z15 


123 


8q24^ 


151.21 


152.16 


1.0 


9pl3 


38:65 


39.25 


0.6 


i3q22-<i31 


77.15 


8U8 


4.2 


16q22 


86.70 


87.62 


0.9 


. 17qir 


29 JO 


30.85 


1.6 


I7ql2-q21^ 


39.79 


42.80 


3,0 


17q2I J2-q2U3 


52.47 


55.80 


33 


17q22Hj23.3 


63.81 


69.70 


5.9 


l7q233-^4.3 


69.93 


74.99 


5.1 


19qU 


40.63 


41.40 


6,8 


20qlK22 


34.59 


35.85 


13 


20ql3.12 


44.00 


45.62 


1.6 


20ql3.J2-^13.l3 


46.45 


49.43 


3.0 


20q!3:2-ql3J2 


5132 


59.12 


7,8 



extended to include heigh1>oring nonamplified clones (ratio, <1.5). The am- 
plicon size detennination was partiaUy dependent oil local clone density. 

FISH. Dual-color interphase FISH to breast cancer ceil lines was done as 
described (17). Bacterial artificial chromosome clone RPl 1-36 IKS was la- 
beled with SpectnimOrange (Vysis, Downers Grove, IL), and Spectrum- 
Orange-labeled probe for EGFR y/as obtained from Vysis. SpectrumGreen- 
labeled chromosome 7 and 17 centromere probes (Vysis) were used as a 
reference. A tissue microarray containing 612 formalin-fixed, parafiin-embedr 
ded primary breast cancers (17) was applied in FISH analyses as described 
(1 8). the use of these specin^ens was approved by the Ethics Committee of the 
University of Basel and by the NIH. Specimens containing a 2-fold or higher 
increase in the number of test probe signals, as compared with corresponding 
centromere signals, in at least 10% of the tumor cells were considered to be 
amplified. Survival analysis was performed using the Kaplan-Meier method 
and the log-rank test. 

RT-PCR. The H0XB7 expression level was determined relative to 
GAPDH. Reverse transcription and PGR amplification were performed using 
. Access RT-PCR System (Promega Corp., Madison, WI) with 10 ng of mRNA 
as a template. //OJtBZ primers were 5'-GAGCAGAGGGACTCGGACTT-3' 
and 5'-GCGTCAGGTAGCGATrGTAG-3'. 

RESULTS 

Global Effect of Copy Number on Gene Expression. 13,824 
arrayed cDNA clones were applied for analysis of gene expression 
and gene copy number (CGH microarrays) in 14 breast cancer cell 
lines. The results illustrate a considerable influence of copy number 
on gene expression patterns. Up to 44% of the highly amplified 
transcripts (CGH ratio, >2.5) y/ere overexpressed (i.e., belonged to 
the global upper 7% of expression ratios), conq)ared with only 6% for 
genes with normal copy number levels (Fig. 1 A). Conversely, 10.5% 
of the transcripts with high-level expression (cDNA ratio, > 10) 
.showed increased copy nmnber (Fig. IB), Low-level copy number 
increases and decreases were also associated with siinilar, although 
less draniatic, outcomes on gene expression (Fig. 1). 

identification of Distinct Breast Cancer Amplicons. Base-pair 
locations obtained for 1 1,994 cDNAs (86.8%) were used to plot copy 
number changes as a function of genomic position ^ig. 2, Supple- 
ment Fig. A). The average spacing of clones throughout the genome 
was 267 kb. This high-resohition mapping identified 24 independent 
breast cancer amplicons, spanning from 0.2 to 12 Mb of DNA (Table 
1 ). Several amplification sites detected previously by chromosomal 



CCJH were validated, with lq21, 17ql2-q21.2, 17q22-q23. 20ql3.1, 
and 20ql 3.2 regions being most commonly amplified. Furthennore, 
the boundaries of these amplicons were precisely delineated. In ad- 
dition, novel amplicons were identified at 9pI3 (38.65-39.25 Mb), 
and I7q21.3 (52.47-55.80 Mb). 

Direct Identification of Putative Amplification Target Genes. 
The cDKA/CGH microarray technique enables the direct correla- 
tion of copy number and expression data on a gene-by-gene basis 
throughout the genome. We directly annotated high-resolution 
CGH plots with gene expression data using color coding. Fig. 2C 
shows that most of the amplified genes in the MGiF-7 breast cancer 
cell line at lpl3, I7q22-q23, and 20ql3 were highly overex- 
pressed. A view of chromosbirie 7 in the MDA-468 cell line 
implicates EGFR as the most highly overexpressed and amplified 
gene at 7pll-pl2 (Fig. }A)> In BT-474, the two known amplicons 
at 17ql2 and 17q22-q23 contained numerous highly overex- 
pressed geneis (Fig. 3B), In addition, several genes, including the 
homeobox genes HOXB 2 and /^QA!H 7, were highly amplified in a 
previously uHdjBscribed independent amplicbn at 17q21.3. H0XB7 
was systematically amplified (as validated by FISH, Fig. 3B, inset) 
as well as overexpressed (as verified by RT-PCR, data not shown) 
in BT-474, UACC812, and ZR^75-30 cells. Furthermore, this novel 




Fig. 3. Annotation of gene expression data on CGH microanay profiles. A, genes in the 
Tpl r-pl2 amplicon in the MDA-468 cell line are highly expressed (red dots) and inchide 
the EGFR oncogene. B, several genes in the I7ql2« ]7q21 J, and 17425 amplicons in the 
BT-474' breast cancer cell line are highly overexpressed (m/) and include the HOXB7 
gene. The data labels and color coding arc as indicated for Fig. 2C Insets show . 
chromosomal CGH profiles for the corresponding chromosomes and validation of the 
increased copy number by interphase FISH using EGFR (red) and chromosome 7 
centromere puA>c (green) to MDA-468 and /fOXBZ-spccific probe {red) and chrb- 
roosomc 17 centromere (green) to BT-474 cells (B), 
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Fig. A, List of 50 genes with a statistically 
significant coirelation (a value <0.05) between 
gene copy number and gene expression. Name, 
chromosomal location, uul the a value for each 
gene are indicated. The genes have been ordered 
acconling to thdr position in the genome. The color 
maps on (he right ilhistrate the copy number and 
expression ratio patterns in the 14 cell lines. The 
. to the color code is shown at the bottom of the 
graph. Gnxy squares, missing values. The conq)lete 
list of 270 genes is shown in supplemental Fig. B. 
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amplification was validated to be present in 10.2% of 363 primary 
breast canceirs by FISH to a tissue microarray and was associated 
with poor prognosis of the patientis (P = 0.001). 

Statistical Identification and Cfaaractenzation of 270 Highly 
Expressed Genes in Amplicons. Statistical comparison of expres- 
sion levels of all genes as a function of gene amplification identified 
270 genes whose expression was significantly influenced by copy 
number across all 14 cell lines (Fig. 4, Supplemental Fig. B). Accord- 
ing to the gene ontology data,® 91 of the 270 genes represented 
hypothetical proteins or genes with no fimctioiial annotation, whereas 
179 had associated functional information aviailable. Of these, 151 
(84%) are implicated in a^tosis, cell proliferation, signal transduc- 
tion, and transcription, whereas 28 (16%) had functional annotations 
that could not be directly linked with cancer. 



DISCUSSION 

The importance of recurrent gene and chromosome copy number 
changes in the development and progression of solid tumors has been 
characterized in > 1000 publications applying CGH^ (9, 10), as well 
as in a large nurnber of other molecular cytogenetic, cytogenetic, and 
molecular genetic studies. The effects of rtiese somatic genetic 
changes oh gene expression levels have remained largely unknown, 
although a few studies have explored gene expression changes occur- 
ring in specific amplicons (15, 19-21). Here, we applied genome- 
wide cDNA microarrays to identify transcripts whose expression 
changes were attributable to underlying gene copy number aherations 
in breast cancer. 

The overall impact of copy niunber on gene expression patterns was 
substantial with the most dramatic effects seen in the case of high- 



• IntCHHSt address: httpy/www.geneontology.org/. 



' Internet address: httpy/www.ncbi.nlm.nih.gov/cntre2. 
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level copy number increase. Low-level copy number gains and losses 
also had a significant influence on expression levels of genes in the 
regions affected, but these effects were more subtle on a gene-by-gene 
basis than those of high-leyel amplifications. However, the impact of 
low-level gains on the dysregulation of gene expression patterns in 
cancer may be equally important if not more important than that of 
high-level amplifications. Aneuploidy and low-level gains and losses 
of chromosomal arms represent the most common types of genetic ; 
alterations in breast and otha* cancers and, therefore, have an influ- 
ence on many genes. Our results in breast cancer extend the recent 
studies on the impact of aneuploidy on global gene expression pat- 
terns in yeast cells, acute tnyeloid leukemia, and a prostate cancer 
model system (22-24). 

The CGH microarray analysis identified 24 independent breast 
cancer amplicons. We defined the precise boundaries for many am- 
plicpns detected previously by chromosomal CGH (9, 10, 25, 26) and 
also discovered novel amplicons that had not been detected previ- 
ously, presumably because of their small size (only 1-2 Mb) or close 
proximity to other larger amplicons. One of these novel amplicons 
involved the homeobox gene region at 17q21.3 arid led to the over- 
expression of the HOXB7 and HOXB2 genes. The homeodomain 
transcription factcwrs are known to be key regulators of embryonic 
development and have been occasionally rq)orted to undergo aberrant 
expression in cancer (27, 28). HOXB7 transfection induced cell pro- 
liferation in melanoma, breast, and ovarian cancer cells and increased 
tumorigenicity and angiogenesis in breast cancer (29-32). The pres- 
ent results imply that gene amplification may be a prominent mech- 
anism for overexpressing H0XB7 in breast cancer and suggest that 
/fQAB7 contributes to tumor progression and confers an aggressive 
disease phenptype in breast cancer. This view is supported by our 
finding of amplification of HOXB 7 in 10% of 363 primary breast 
cancers, as well as an association of amplification with poor prognosis 
of the patients. ^ 

We carried out a systematic search to identify genes whose 
expression levels across all 14 cell lines were attributable to 
amplification status. Statistical analysis revealed 270 such genes 
(representing —2% of all genes on the array), including not only 
previously described amplified genes, such as HER-2, AfYC, 
EGFRy tihosomal protein s6 kinase, and AIB3y but also numerous 
novel genes such NRAS-related gene (lpi3), syndecan-2 (8q22), 
and bone morphogenic protein (20ql3.1), whose activation by 
amplification may similarly promote breast cancer progression. 
Most of the 270 genes have not been implicated previously in 
breast cancer development and suggest novel pathogenetic mech- 
anisms. Although we would not expect all of them to be causally 
involved^ it is intriguing that 84% of the genes with associated 
fiinctional information were implicated in apoptosis, cell prolifer- 
ation, signal transduction, transcription, or other cellular processes 
that could directly imply a possible role in cancer progression. 
Therefore, a detailed characterization 6f these genes may provide 
biological insights to breast cancer progression and might lead to 
the development of novel therapeutic strategies. 

In summary, we. demonstrate application of cDNA microarrays 
to the analysis of both copy number and expression levels of oyer 
12,000 transcripts throughout the breast cancer genome, roughly 
once every 267 kb. This analysis provided: (a) evidence of a 
prominent global influence of copy number changes on gene 
expression levels; {b) a high-resolution map of 24 independent 
amplicons in breast cancer; and (c) identification of a set of 270 
genes, the overexpression of which was statistically attributable to 
gene amplification. Characterization of a novel amplicon at 
17q21.3 implicated amplification and overexpression of the 
HOXB7 gene in breast cancer, including a clinical association 



between H0XB7 amplification and poor patient prognosis. Overall, 
our results illustrate how the identification of genes activated by 
gene amplification provides a powerfiil approach to highlight 
geines with an important role in cancer as well as to prioritize and 
validate putative targets for therapy development. 
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Genomic DNA copy number alterations are key genetic events in 
the development and progression of human cancers. Here we 
report a genome-wide microarray comparative genomic hybrid- 
ization (array CGH) analysis of DNA copy number variation in 
a series of primary human breast tumors. We have profiled DNA 
copy number alteration across 6,691 mapped human genes. In 44 
predominantiy advanced, primaiy breast tumors and 10 breast 
cancer cell lines. While the overall patterns of ONA amplification 
and deletion corroborate previous cytogenetic studies, the high-, 
resolution (gene-by-gene) mapping of amplicon boundaries and 
the quantitative analysis of amplicon shape provide significant 
improvement in the localization of candidate oncogenes. Parallel 
miaoarray measurements of mRNA levels reveal the remarkable 
degree to which variation in gene copy number contributes to 
viariation in gene expression in tumor cells. Specifically, we find 
that 62% of highly amplified genes show moderately or highly 
elevated expression, that DNA copy number influences gene ex- 
pression across a wide range of DNA copy number alterations 
(deletion, low-> mid- and high-level amplification), that on average, 
a 2-fold change in DNA copy number is associated with a corre- 
sponding 1.5-fold change in nrtRNA levels, and that overall, at least 
i2% of all the variation in gene expression among the breast 
tumors is directly attributable to urtderfying variation in gene copy 
number. These findings provide Evidence that, widespread DNA 
copy number aHeratipn can lead directly to global deregulation of 
gene expression, which may contribute to the development or 
progression of cancer. 

Gonventional cytogenetic techniques, including comparative 
genomic hybridization (CGH) <1), have led to the identifi- 
cation of a number of recurrent regions of DNA copy number 
aheration in breast cancer ceU lines and tumors (2-4). While 
some of these regions contain known or candidate oncogenes 
[e.g., FGFRl (8pll), MYC (8q24), CCNDl (llqiS), ERBB2 
(17ql2), and ZNF217 (20ql3)] and tumor suppressor genes 
[RBI (13ql4) and TP53 (17pl3)], the relevant gene(s) within 
other regions (e.g., gain of Iq, 8q22, and 17q22-24, and loss of 
8p) remain to be identified. A high-resolution gendme-wide 
map, delineating the boundaries of DNA copy number alter- 
ations in tumors, should facilitate the localization and identifi- 
cation of oncogenes and tumor suppressor genes in breast 
cancer. In this study, we have created such a inap, using 
array-based CGH (S-7) to profile DNA copy number alteration 
in a series of breast cancer cell lines and primaiy tumors. 

An unresolved question is the extent to which the widespread 
DNA copy number changes that we and others have identified 
in breast tumors alter expression of genes within involved 
regions. Because we had measured mRNA levels in parallel in 
the same samples (8), using the same DNA microarrays, we had 
an opportunity to explore on a genomic scale the relationship 
between DNA copy number changes and gene expression. From 



this analysis, we have identified a significant impact of wide- 
spread DNA copy nimciber alteration on the transcriptional 
programs of breast tumors. 

Materials and Methods 

Tumors and Cell lines. Primary breast tumors were predominantly 
large (>3 cm), intermediate-grade^ infiltrating ductal ciardno- 
mas, with more than 50% being lymph node positive. The 
fraction of tumor cells within specimens averagedr at least 50%. 
Details of individual tumors have been published (8^ 9), and 
are simmiarizeb in Table 1, which is published as supporting 
information on the PNAS web site, www.pnas.org. Breast cancer 
cell lines were obtained from die American Type Culture 
Collection. Genomic DNA was isolated either using Qiagen 
genomic DNA columns, or by phenol/chloroform extraction 
followed by ethanol precipitation.. . 

; DNA Labeling and Microarray Hybridizations. Genomic DNA label- 
ing iEuid hybridizations were performed essentially as described 
in Pollack aL (7), with slight modifications. Two micrograms 
of DNA was labeled in a total volume of 50 microliters and the 
volumes of all reagents were adjusted accordingly. 'Test" DNA 
(from tumors and cell lines) was fiuorescently labeled (Cy5) and 
hybridized to a human cDNA microarray containing 6,691 
different mapped human genes (i.e., UniGene clusters). The 
"reference" (labeled with Cy3) for each hybridization was nor- 
mal female leukocyte DNA from a single donor. The fabrication 
of. cDNA microarrays and the labeling and hybridization of 
mRNA samples have been described (8). 

Data Analyslis and Map Positions. Hybridized ;arrays were scanned 
on a GenePfac scanner (Axon Instruments, Foster City, CA), and 
fluorescence ratios (test/reference) calculated using scanalyze 
software (available at http://ranaJbl.gov). Fluorescence ratios 
were normalized for each array by setting the average log 
fluorescence ratio for all array elements equal to 0. Measure- 
ments with fluorescence intensities more than 20% above back- 
ground were considered reliable. DNA copy number profiles 
that deviated significantly from background ratios measured in 
normal genomic DNA control hybridizations were interpreted as 
evidence of real DNA copy number alteration (see Estimating 
Significance of Altered Fluorescence Ratios in the supporting 
information). When indicated, DNA copy number profiles are 
displayed as a moving average (symmetric 5-nearest neighbors). 
Map positions for arrayed human cDNAs were assigned 



Abbreviation: CGH comparative genomic hybrklizaftioru 

*To whom reprint requests should be addressed at: Department of Pathology, Stanford 
Unhmrsfty School of Medicine; CCSR Buttdtng, Room 3245A, 269 Campus Orhn, Stanford. 
CA 94305-5176. E-mail: pollack iestanford.edu. 

**Pre$ent address: Zyomyx Inc. Hayward, CA 94545. 



vvwvif.pnas.org/cgi/doi/ 1 0. 1 073/pnas. 1 6247 1 999 



PNAS I October 1, 2002 | vol. 99 i no. 20 | 12963-12968 



Fig.1. Genome-widemeasurementofDNAcopynumberaherationbyarrayCGH,<a)DNAcopynumberpr^^ 

numbers of X chromosome?, for breast cancer cell lines, and for breast tumors. Each row representi a different cell line or tiimor. and each column represents 
one of 6,691 different mapped human genes present on the microarray, ordered by genome map posmon from 1 p^^^ 

5-neafest neighbors) fluorescence ratios (test/reference) are depicted using a (ogrbased pseudocolor scale (indicated), such that red luminescence reflects 
ifold-ampliftcation, green luminescence reflects fold-deletion, and black indicates no change (gray Indicates poorly measured data). (6) Enlarged view of pNA. 
copy number profiles across the X chromosome, shown for ceH lines containing different numbers of X chrontosomes. 



identifying the starting poisitipn of the b^t and longest match of 
any DNA sequence represented in the corresponding UniGene 
cluster (10) against the "Golden Path" genome assembly 
(http://genbme.ucsc.edu/; Oct 7, 2000 Freeze). For UniGene 
clusters represented by multiple arrayed elements, mean fluo- 
rescence ratios (for all elements representing the same UniGene 
cluster) are reported. For mRNA measurements, fluorescence 
ratios are "mean-centered" (i.e., reported relative to the mean 
ratio across the 44 tumor samples). The data set described here 
can be accessed in its entirety in the supporting information. 

Results 

We performed CGH on 44 predominantly locally advanced, 
primary breast tumors and 10 breast cancer cell lines, using 
cDNA microarrays containing 6,691 different mapped human 
genes (Fig. la; aiso sec Materials and Methods for details of 
microarray hybridizations). To take full advantage of the im- 
proved spatial resolution of array CGH, we ordered (fluores- 
cence ratios for) the 6,691 cDNAs according to the "Golden 
Path" (http://genome.ucsc.edu/) genome aissembly of the draft 
human genome sequences (11). In so doing, arrayed cDNAs not 
only themsehres represent genes of potential interest (e.g., 
candidate oncogenes within amplicons), but also provide precise 
genetic landmarks for chromosomal regions of amplification and 



deletion. Parallel analysis of DNA from cell lines containing 
different numbers of X chromosomes (Fig. lb), as we did before 
(7), demonstrated the sensitWity of our method to detect singlcr 
copy loss (45, XO), and 1.5- (47,XXX). 2- (48,XXXX), or 
2J-fold (49,XXXXX) gains (also see Fig. 5, which is published 
as supporting information on the PNAS web site). Fluorescence 
ratios were linearly proportional to copy number ratios, whidi 
were slightly underestimated, in agreement with previous ob- 
servations (7). Numerous DNA copy number alterations were 
evident in both the breast cancer dell lines and primary tumois 
(Fig. Iti), detected in the tumors despite the presence of euploid 
non-tumor cell types; the magnitudes of the observed changes 
were generally lower in the tumor samples. DNA copy-number 
alterations were fouiid in every cancer cell line and tumor, and 
on every human chromosome in at least one sample. Recurrent 
regions of DNA copy number gain and loss were readily iden- 
tifiable. For example, gains within Iq, 8q, 17q, and 20q were 
observed in a high proportion of breast cancer cell lines/tumors 
(90%/69%, 100%/47%, 100%/60%, and 90%/44%, respective- 
fy), as were losses within Ip, 3p, 8p, and 13q (80%/24%, 
80%/22%, 80%/22%, and 70%/18%, respectively), consistent 
with published cytogenetic studies (refs. 2-4; a complete listing 
of gains/losses is provided in Tables 2 and 3, which are published 
as supporting information on the PNAS web site). The total 
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Rg. 2. DNA copy number atteration across chromosome 8 by array CGH. (a) DNA copy number profiles are illustrated for cell lines containing different numbers 
of X chromosomes, for breast cancer cell lines, and for breast tumors. Breast cancer cell lines and tumors are separately ordered by hierarchical clustering to 
highlight recurrent copy number changes* The 241 genes present on the mlaoarrays and mapping to chromosome 8 are ordered by position along the. 
chromosome; Fluorescence ratios (test/reference) are depicted by a logj pseudocolor scale (indicated). Selected genes are indicated with color-coded text (red, 
increased; green, deaeased; blade, no change; gray, not well measured) to reflect correspondingly altered mRNA levels (observed in the majority of the subset 
of samples displaying the DNA copy number change). The map posrtions for genes of interest that are not represented on the microan^y are indicated in the 
row above those genes represented on the array. (6) Graphical display of DNA copy number profile for breast cancer cell line SKBR3. Fluorescence ratios 
(tumor/normal) are plotted on a logj scale for chromosome 8 genes^ ordered along the chromosome. 



number of genomic alterations (gains and losses) was found to 
be significantly higher in breast tumors that were high grade {P = 
d.OOS), consistent with published GGH data (3), estrogen recep- 
tor negative {P - 0.04), and harboring TP53 mutations (P = 
0.06()6) (see Table 4, which is published as supporting informa- 
tion on the PN AS web site). 

The improved spatial resolution of our array CGH analysis is 
illustrated for chromosome 8, which displayed extensive DNA 
copy number alteration in our series; A detailed view of the 
variation in the copy number of 241 genes mapping to chromb- 
some 8 revealed multiple regions of recurrent amplification; 
each of these potentially harbors a dififerent known or previously 
lincharacterized oncogene (Fig. 2a), The complexity of amplicon 
structiu'e is most easily appreciated in the breast cancer cell line 
SKBR3. Although a conventional CGH analysis of 8q in SKBR3 
identified only two distinct regions of amplification (12), we 
observed three distinct regions of high-level amplification (la- 
beled 1-3 in Fig. 2b). For each of these regions we can define the 
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boundaries of the interval recurrently amplified in the tiimbrs we 
examined; in each case, known or plausible candidate oncogenes 
can be identified (a description of these regions, as well ^as the 
recurrent^ amplified regions on chromosomes 17 and 20, can be 
found in Figs. 6 and 7, which are published as supporting 
information on the PNAS web site). 

For a subset of breast cancer cell lines and tumors (4 and 37, 
respectively), arid a subset of arrayed genes (6,095), mRNA 
levels were quantitatively measured in parallel by using cDNA 
microarrays (8). The parallel assessment of mRNA levels is 
useful in the interpretation of DNA copy number changes. For 
example, the highly amplified genes that are also highly ex- 
pressed are the stixtngest candidate oncogenes within an ampli- 
con. Perhaps more significantly, our parallel analysis of DNA 
copy number changes and mRNA levels provides us the oppor- 
tunity to assess the global impact of widespread DNA copy 
nimiber alteration on gene expression in tumor cells. 

A strong influence of DNA copy number on gene expression 
is evident in an examination of the pseudocolor representations 
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Rg. 3. Concordance between DNA copy number and gene expression across chromosome 17. DNA copy number alteration (Upper) and mRNA levels {Lowed 
are illustrated for breast cancer cell lines and tumors. Breast cancer cell lines and tumors are separately ordered by hierarchical clustering {Upper), and the 
identical sample order is maintained (lower). The 354 genefs present on the miaoarrays and mapping to chromosome 17, and for which both DNA copy number 
and mRNA levels were determined, are ordered by position along the chromosome; selected genes are indicated in color<oded text (see Fig^ 2 legend). 
I FluorescerKe ratios (test/reference) are depicted by separate iog2 pseudocolor scales Ondicated). 



of DNA copy number and mRNA levels for genes on chromo- 
some 17 (Fig. 3). The oyeralJ patterns of gene amplification and 
elevated gene expression are quite concordant; i.e., a significant 
fraction of highly amplified genes appear to be correspondingly 
highly expressed. The concordance between high-level amplifi- 
cation and increased gene expression is not restricted to chro- 
mosome 17. Genomcrwide, of 117 high-level DNA amplifica- 
tions (fluorescence ratios >4, and representing 91 different 
genes), 62% (representing 54 different genes; see Table 5, which 
is published as supporting information on the PNAS web site) . 
are found associated with at least moderately elevated mRNA 
levels (mean-centered fluorescence ratios >2), and 42% (rep- 
resenting 36 different genes) are found associated with compa- 
rably highly elevated mRNA levels (mean-centered fluorescence 
ratios >4). 

To determine the extent to which DNA deletion and lower- 
level amplification (in addition to high-leveF amplification) are 
also associated with corresponding alterations in mRNA levels^ 
we performed three separate analyses on the complete data set 
(4 cell lines and 37 tumors, across 6,095 genes). First, we 
determined the average mRNA levels for each of five classes 
of genes, representing DNA deletion, no change, and low-, 
medium-, and high-level amplification (Fig. 4a). For both the 



breast cancer cell lines and tuinors, average mRNA levels 
tracked with DNA copy number across all five classes^ in a 
statistically significant fashion (P values for pair-wise Student's 
/ tests comparing adjacent classes: cell lines, 4 X 10"^', 1 X 10"^', 
5 X 10'^ 1 X 10-2; tumors, i x 10-^^ 1 X lO""* 5 X IQ-^^, 
1 X 10-*). A linear regression of the average log(DNA copy 
number), for each class, against average log(mRNA level) 
demonstrated that on average, a 2-fold change in DNA copy 
number was accompanied by 1.4- and 1.5-fold changes in mRNA • 
level for the breast cancer cell lines and tumors, respectively (Rg. 
4a, regression line not shown). Second, we characterized the 
distribution of the 6,095 correlktions between DNA copy num- 
ber and mRNA level, each across the 37 tumor samples (Rg. 44>). 
The distribution of correlations forms a nofma]*shaped curve, 
but with the peak markedly shifted in the positive direction from 
zero. This shift is statistically significant, as evidenced in a plot 
of observed vs. expected correlations (Fig. 4c), and reflects a 
pervasive global influence of DNA copy number alterations on 
gene expression. Notably, the highest correlations between DNA 
copy number and mRNA level (the right tail of the distribution 
in Fig. 46) comprise both amplified and deleted genes (data not 
shown). Third, we used a linear regression model to estimate the 
fraction of all variation measured in mRNA levels among the 37 
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Rg. 4. Genome-wide Fnifluence of DNA copy number atterations on mRNA levels, (a) For breast cancer cell lines (gray) and tumor samples (blade), both 
mean-centered mRNA fluorescence ratio (log2 scale) quartiles (box plots indicate 25th, 50th. and 75th percentile) and averages (diamonds; V'-vialue error bars 
indicate standard errors of the mean) are plotted for each of five classes of gen es^ representing DNA deletion (tumor/nonnal ratio < 0.8), no change (0.8-1.2), 
low- (1.2-2). medium- (2-4), and high-level (>4) amplification. P values for pair-wise Studenrs t tests, comparing averages between adjacent classes (moving 
leftto right), are 4 x lO'*' 1 X 10-«. 5 x IQ-s. i x 10"^ (cell lines), and 1 X 10-*^. t X lO'^". 5 x 10"*'. 1 x lO"* (tumors). (6) Distribution of correlations between 
DNA copy number and mRNA levels, for 6.095 different human genes across 37 breast tumor samplefs. (c) Plot of observed versus expected correlation coeffideints. 
The expected values were obtained by randomization of the sample labels in the DNA copy number data 5et The line of unity Is indicated. (cO percent variance 
in gene expression (among tutors) directly explained by variation in gene copy number. Piercent variance explained (black line) and fraction of data retained 
(gray line) are plotted for different fluorescence intensity/background (a rough surrogate for signal/noise) cutoff values.^ Fraction of data retained is relative 
to the 1.2 intensity/background cutoff. Details of the linear regression model used ta estimate the fraction of variation in gene expression attributablie to 
underlying DNA copy number aheration can be found in the supporting information (see Estimating the Fraction of Variapoh in Gene Expression Attributable 
to Undertying DNA Copy Number Afteration). 



ttiinors that could be attributed to underlying variation in DNA 
copy number. From this analysis, we estimate that, overall, about 
7% of all of the observed variation in mRNA levels can be 
explained directly by variation in copy number of the altered 
genes (Fig. 4d), We can reduce the effects of experimental 
measurement error on this estimate by using only that fraction 
of the data most reliably measured (fluorescence intensity/ 
background >3); using that data, our estimate of the percent 
variation in mRNA levels directly attributed to variation in gene 
copy number increases to 12% ^ig. 4d). This still undoubtedly 
represents a significant underestimate, as the observed variation 
in global gene expression is affected not only by true variation in 
the expression programs of the tumor cells themselves, but also 
by the variable presence of non-tmnor cell types within clinical 
samples. 

Discussion 

This genome-wide, array CGH analysis of DNA copy "number 
alteration in a series of human breast tumors demonstrates the 
usefulness of defining amplicon boundaries at high resolution 
(gene-by-gene), and quantitatively measuring amplicon shape, to 
assist in locating and identifying candidate oncogenes. By ana- 
lyzing mRNA levels in parallel, we have also discovered that 
changes in DNA copy number have a large, pervasive, direct 
effect on global gene expression patterns in both breast cancer 



cell lines and tiunprs. Although the DNA microarrays used in pur 
analysis may display a bias toward characterized and/or highly 
expressed genes, because we are examining such a large, fraction 
of the genome (approximately 20% of all human genes), and 
because, as detailed above, we are likely underestimating the 
contribution of DNA copy number changes to ^tered gene 
expression, we believe our findings are likely to be generalizable 
(but would nevertheless still be remarkable if only applicable to 
this set of ^6,100 genes). 

In budding yeast, aneuploidy has been shown to resiih in 
chromosome-wide gerie expression biases (13). Two recent 
studies have begun to examine the global relationship between 
DNA copy number and gene expression in cancer cells. In 
agreement with pur findings, Phillips et al. (14) have shown that 
with the acquisition of tumorigenicity in an immortalized pros- 
tate epithelial cell line, new chromosomal gains aiid losses 
resulted in a statistically significant respective increaLse and 
decrease iii the average expression level of involved genes. In 
contrast, Platzer et aL (15) recently reported that in metastatic 
colon tumors only ^4% of genies within amplified regions were 
found more highly (>2-fold) expressed, when compared with 
normal colonic epithelium. This report differs substantially from 
our finding that 62% of highly amplified genes in breast cancer 
exhibit at least 2-f6ld increased expression. These contrasting 
findings may reflect methodological differences between the 
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studies. For example, the study of Platzer et a/. (15). may have 
systematically under-measured gene expression changes. In this 
regard it is remarkable that only 14 transcripts of many thousand 
residing within unamplified chromosomal regions were found to 
exhibit at least 4-fold altered expression in metastatic colon 
cancer. Additionally, their reliance on lower-resolution chromo- 
somal CGH may have resulted in poorty deiimiting the bound- 
aries of high-complexity amplicohs, effectively overcalling re- 
gions with amplification. Alternatively, the contrasting findings 
for amplified genes may represent real biological differences 
between breast ^d metastatic colon tumors; resolution of this 
issue will require further studies. 

Our finding that Widespread DNA copy number alteration has 
a large, pervasive and direct effect on global gene expression 
patterns in breast cancer has several important implications. 
First, this finding supports a high degree of copy number- 
dependent gene expression in tumors. Second, it suggests that 
most genes are not subject to specific autoiregulatioh or dosage 
compensation. Third, this finding cautions that elevated expres- 
sion of an amplified gene cannot alone be considered strong 
independent evidence of a candidate oncogene's role in tumor- 
igenesis. In our study, fiilly 62% of highly amplified genes 
dempnstrated ihoderately or highly elevated expression. This 
highlights the importance of high-resolution mapping of ampli- 
con boundaries and shape [to identify the "driving" gene(s) 
within amplicons (16)], on a large number of samples, in addition 
to functional studies. Fourth, this finding suggests that analyzing 
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HER-2/neu Breast Cancer Predictive Testing 
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Each year, ov^r 182,000 women in the United States are 
diagnosed with breast cancer, and approximately 45,000 die 
of the disease.^ Incidence appears to be increasing in the 
United States at a rate of rou^ly 2% per year. The reasons 
for the increase are unclear, but non-genetic risk factors appear 
to play a large role.2 

Five-year survival rates range from approximately 65%- 
85%, depending on demographic group, with a significant 
percentage of women experiencing recurrence of their cancer 
within 10 years of diagnosis. One of the factors most predic- 
tive for recurrence once a diagnosis of breast cancer has been 
made is the numb^ of axillaiy lymph nodes to which tumor 
has metastasized. Most node-positive women are given adju- 
vant therapy, which increases then^ surviva!. However, 20%- 
30% of patients without axillary node involvement also 
develop recurrent disease, and the difficulty lies in how to iden- 
tify this high-risk subset of patients. These patients could 
benefit from increased surveillance, early intervention, and 
treatment. 

Prognostic markers currently used in breast cancer recur- 
rence prediction include tiimor size, histological grade, steroid 
hormone receptor status. DNA ploidy, proliferative index, and 
cathepsin D status. Expression of growth factor receptors and 
over-expression of the HER-2/neu oncogene have also been 
identified as having value regarding treatment regimen and 
prognosis, 

HER-2/neu (also known as c-erbB2) is an oncogene that 
encodes a tranismembrane glycoprotein that is homologous 
to, but distinct from, the epidermal growth factor receptor. 
Numerous studies have indicated that high levels of expres- 
sion of this protein are associated with rapid tumor growth, 
certain forms of therapy resistance, and shorter disease-free 
survival. The gene has been shown to be amplified and/or 
overexpressed in 10%-30% of invasive breast cancers and in 
40%-60% of intraductal breast carcinoma.^ 

There are two distinct FDA-approved methods by which 
HER-2/neu status can be evaluated: imrhunohistochemistiy 
0HC, HcrcepTesf"^) and FISH (fluorescent in situ hybridiza- 
tion, PathVysion^ Kit). Both methods can be performed on 
archived and current specimens. The first inethod allows visual 
assessment of the amount of HER-2/neu protein present on 
the cell membrane. The latter method allows direct quantifi- 
cation of the level of gene amplification present in the tumor, 
enabling difFerentiation between low- versus high-amplifica- 
tidh. At least one study has demonstrated a difference in 



recurrence risk in women younger than 40 years of age for 
low^ versus high-aniplified tumors (54.5% compared to 
85.7%); this is compared to a recurrence rate of 16.7% for 
patients with no HER-2/neu gene amplification.^ HER-2/neu 
status may be particularly important to establish in women with 
small (S 1 cm) tumor size. 

The choice of methodology for determination of HER-2/ 
neu status depends in part on the clinical setting. FDA approval 
for the Vysis FISH test was granted based on clinical trials 
involving) 154? node-positive patients. Patients received one 
of three different treatments consisting of different doses of 
cyclophosphamide, Adriamycin. and 5-fluorouracil (CAF). 
The study showed that patients with amplified HER-2/neu 
benefited from Ueatment with higher doses of adriamycin- 
based therapy, while those with normal HER-2/neu levels did 
not. The study therefore identified a sub-set of women, who 
because they did not benefit from more aggressive treatment, 
did not need to be exposed to the associated side effects. In 
addition, other evidence indicates that HER-2/neii amplifica- 
tion in node-negative patients can be used as an independent 
prognostic indicator for eariy recurrence, recurrent disease at 
any time and disease-related death.^ Demonstration of HER- 
2/neu gene amplification by FISH has also been shown to be 
of value in predicting response to cheinotherapy in stage-2 
breast cancer patients. 

Selection of patients for Herceptin© (Trastuzuniab) mono- 
clonal antibody therapy, however, is based upon demonstrar 
tioii of HER-2/neu proteiii overexpression using HcrcepTest™. 
Studies using Herceptin^ in patients with metastatic breast 
cancer show an increase in time to disease progression, 
increased response rate to chemotheraiDeutic agents and a small 
increase in overall isurvival rate. The FISH assays have not yet 
been approved for this purpose, arid studies looking' at response 
to Herceptin^ in patients with or without gene amplification 
status determined by FISH are in progress. 

In general* FISH and IHC results correlate well. However, 
subsets of tumors are found which show discordant results; 
i.e., protein overexpression without gene amplification or lack 
of protein overexpression with gene amplificatton. The clini- 
cal significance of such results is tmclear. Based on the above 
considerations, HER-2/neu testing at SHMCTPAML will uti^ 
lize immunohistochemistry (HerccpTest^ as a screen, fol- 
lowed by FISH in IHC-negative cases. Alternatively, either 
method may be ordered individually depending on the clini- 
cal setting or clinician preference. 
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CPT code information 

H£R-2/Deu via IHC 

88342 (including interpretive report) 

HER-2/neu via FISH 

88271 x2 Molecular cytogenetics, DNA probe, each 
88274 



88291 



Molecular cytogenetics, interphase in situ hybrid- 
ization, analyze 25-99 cells 
Cytogenetics and molecular cytogenetics, inteipre- 
tation an4 report 



Procedural Information 

Immunohistocheraistry is performed using the FDA-approved 
DAKO antibody kit, Herceptest^^: The DAKO kit contains 
reagents required to complete a two-step immunohisto- 
chemical staining procedure for.routinely processed, paraffin* 
embedded specimens. Following incubation with the primary 
rabbit antibody to human HER-2/neu protein, the kit employs 
a ready-to-use dextran-based visualization reagent. This re- 
agent consists of both secondary gpat anti-rabbit antibody 
molecules with horseradish peroxidase molecules linked to a 
common dextran polymer backbone, thus eliminating the heed 
for sequential application of llrk antibody and peroxidase 
conjugated antibody. Enzymatic conversion of the subse- 
quently added chromogen results in formation of visible 
reaction product at the antigen site. The specimen is then coun- 
terstained; a pathologist using light-microscopy interprets 
results. 

FISH analysis at SHMC/PAML is performed using the 
FDA-approved PathVysion™ HER-2/neu DNA probe kit, pro- 
duced by Vysis, Inc. Fomialin fixed, paraffin^mbeddcd breast 
tissue is processed using routine histological methods, and then 
slides are treated to allow hybridization of DNA probes to the 
nuclei present in the tissue section. The Pathvysion™ kit con- 
tains two direct-labeled DNA probes, one specific for the 
alphoid repetitive DNA (CEP 1 7, spectrum orange) present at 
the cluromosome 17 centromere and the second for the HER- 
2/neu oncogene located at 17ql 1.2-12 (spectrum green). Enu- 
meration of the probes allows a ratio of the number of copies 
of chromosome 17 to the number of copies of HER-2/ncu to 
be obtained; this enables quantification of low versus high 
amplification levels, and allows an estimate of the percentage 
of cells with HER-2/neu gene amplification. The clinically 
relevant distinction is whether the gene amplification is due 
to increased gene copy number oh the two chromosome 17 
homologues normally present or an increase in the number of 
chromosome 17s in the cells. In the majority of cases, ratio 
equivalents less than 2.0 are indicative of a normal/negative 
result, ratios of 2.1 and over indicate that amplification is 
present and to what degree. Interpretation of this data will be 
performed and reported fit)m the Vysis-certificd Cytogenet- 
ics laboratory at SHMC. 
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PauiA, Haynes Proteome analysis: Biological assay or data archive? 

Steven P. Gygi 

Daniel Flgeys ^jjjg review we examine the current state of proteome analysis. There are 

Ruedl Aebersold ^^ite^ main issues discussed: why it is necessary to study proteomes; how pro- 

teomes can be analyzed with current technology; and how proteome analysis 
Department of Molecular ^^^^ enhance biological research. We conclude that proteome anal- 

Biotechnology, Unirersity of y^j^ ^ essential tool in the understanding of regulated biological systems, 

Washington, Seattle, WA, USA Current technology, while still, mostly limited to the more abundant proteins, 

enables the use of proteome analysis both to establish databases of proteins 
present, and to perform biological assays involving measurement of multiple 
variables. We believe that the utility of proteome analysis, in future biological 
research will continue to be enhanced by further improvements in analytical 
technology. I 

i 

Contents resolution two-dimensional gel electrophoresis (2-DE), 

^ detected in the gel and identified by their amino acid 

1 Introduction 1od2 sequence. The ease, sensitivity and speed with which gel- 

2 Rationale for proteome analysis . 1862 separated proteins can be identified by the use of recently 

2.1 Correlation between mRNA and protem developed mass spectrometric techniques have dramati- 
expression levels 1863 cally increased the interest in proteome technology. One 

2.2 Proteins are dynamically modified and pro- ^^^^ attractive features of such analyses is that com- 

; • • • - • • " plex biological systems can potentially be studied in their 

2.3 Proteomes are dynamic and reflect the entirety, rather than as a multitude of individual compo- 
state of a biological system 1863 ^^^^^ ^^^^^ j-^j. ^^g-^^ uncover the many com- 

3 Description and assessment of current pro- ^^^^^ ^f^^^j obscure, relationships between mature 
teome analysis technology 1863 gene products in cells. Large-scale proteome characteriza- 

3.1 Technical requirements of proteome tech- ^-^^ projects have been undertaken for a number of dif- 
^o^^Sy • • ■ - ioo3 ferent organisms and cell types. Microbial proteome pro- 

3.2 2D electrophoresis - mass spectrometry: a currently in progress include, for example: Sdccharo- 
common implementation of proteome anal- ■ ^^^^^ cerevisiae [2], Salmonella enterica [3], Spiroplasma 
y^^^ ■ "/A'woy'wo -V melltferum {4], Mycobacterium tuberculosis 15], Ochrobac- 

3.3 Protein identification by U^-MS/M anthropi [6], Haemophilus influenzae [7], Synecho- 
lary LC-MS/MS and CE-MS/MS ...... 1865 ^^^.^ jgj^ Escherichia coli [9], Rhizobium legumino- 

3.3.1 LC-MS/MS 1865 ^^^^ jjqj^ Dictyostelium discoideum [11], Proteome 

3.3.2 Capillary LC-MS 1865 pjQjects underway for tissues of more complex organ- 

3.3.3 CE-MS/MS ■ — ^^^^ isms include those for: human bladder squamous cell 

3.4 Assessment of 2-DE-MS proteome tech- carcinomas 112], human liver [13], human plasma [13], 
nology 1866 human fceratinocytes [12], human fibroblasts [12], mouse 

4 UtUity of proteome analysis for biological ^^^^^ ^ jj], and rat semm [14]. In this manuscript we cri- 
research 1868 ^^ally assess the concept of proteome analysis and the 

4.1 The proteome as a database 1868 technical feasibiUty of estabUshing complete proteome 

4.2 The proteome as a biological assay 1868 ^aps, and discuss ways in which proteome analysis and 

5 Concluding remarks 1870 biological research intersect. 

6 References — ^ 1870 

1 Introduction 2 Rationale for proteome analysis 

A proteome has been defined as the protein complement The dramatic growth in both the number of genome 

expressed by the genome of an organism, or, In multicel- projects and the speed with which genome sequences 

lular organisms, as the protein complement expressed by a are being detemaiaed has generated huge amounts of 

tissue or differentiated cell [1], In the most common im- sequence information, for some species even complete 

plementation of proteome analysis the proteins extracted genomic sequences ([15-17]). The description of the 

from the cell or tissue analyzed are separated by high state of a biological system by the quantitative measure- 

. — — ment of system components has long been a primary 

CorrespoqdcDce; Professor Rued i Aebersold, Department of Molecular objective in molecular bioiogy. With recent technical 

Biotecfanology, Univenfity of Washington. Box 357730, Seattle, WA, advances including the development of differential dis- 

98195, USA (Ifel: +206^85-4235; Pax: +206-685-6392; E-mail: ruedi |^y.pcR [ig], cDNA microarray and DNA chip techno- 

©u,washington.edu) ^^^^ ^^^^ ^^^.^ ^^^^^^^ ^^^^ expression 

AbbrcTlaUons: CID, colHsion-induced dissociation; MS/MS, tandem (SAGE) (21, 22), it is now feasible tO establish global and 

mass spectrometry; SAGE, serial analysis of gene expression quantitative mRNA expression maps of cells and tissues, 

Keywords: Proteome / TVo- dimensional polyacrylamide ge! eleclro- in which the sequence of all the geneS is known, at a 

phoresis / Tandem mass spectrometry speed and sensitivity whidi is not matdied by current 
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protein analysis technology. Given the long-standing 
paradigm in biology that DNA synthesizes RNA which 
synthesizes protein, and the ability to rapidly establish 
global, quantitative mRNA expression maps, the ques- 
tions which arise are why technically complex proteome 
projects should be undertaken and what specific types of 
information could be expected from proteome projects 
which cannot be obtained from genomic and transcript 
. profiling projects. We see three main reasons for pro- 
teome analysis to become an essential component in the 
coriiprehensive analysis of biological systems, (i) Protein 
expression levels are not predictable from the mRNA 
expression levels, (ii) proteins are dynamically modified 
and processed in ways which are not necessarily 
apparent from the gene sequence, and (iii) proteomes 
are dynamic and reflect the state of a biological system, 

2.1 Correlation betiveen mRNA and protein expression - 
levels 

Interpretations of quantitative mRNA expression profiles 
frequently impUcitly or explicitly assume that for specific 
genes the transcript levels are indicative of the levels of 
protein expression. As part of an ongoing study in our 
laboratory, we have determined the correlation of expres- 
sion at the mRNA and protein levels for a population of 
selected genes in the yeast Saccharomyces cerevisiae 
growing at mid-log phase (S. P. Gygi et a/., submitted for 
publication). mRNA expression levels were calculated 
from published SAGE ..frequency tables [22]. Protein 
expression levels were quantified by metabolic radipia- 
beling of the yeast proteins, liquid scintillation counting 
of the protein spots separated by high resolution 2-DE 
and mass spectrometric identification of the protein(s) 
migrating to eadi spot. The selected 80 samples consti- 
tute a relatively homogeneous group with respect to pre- 
dicted half-life and expression level of the protein pro- 
ducts. Thus far, we have found a general trend but no 
* strong correlation between protein and transcript levels. 
(Fig. 1), For some genes studied equivalent mRNA trans- 
cript levels translated into protein abundances whidi 
varied by more than 50-fold. Similarly, equivalent steady- 
state protein expression levels were maintained by trans- 
cript levels varying by as much as 40-fold (S. P. Gygi 
et al, submitted), Tliese results suggests that even for a 
population of genes predicted to be relatively homoge- 
neous with respect to protein half-life and gene expres- 
sion, the protein levels cannot be accurately predicted 
from the level of the corresponding mRNA transcript. 

2.2 Proteins are dynamically modified and processed 

In the mature, biologically active fonm many proteins are 
post-transiationally modified by glycosylation, phosphor- 
ylation, prenylation, acylation, ubiquitination or one or 
more of many other modifications (23] and many pro- 
teins are only functional if specifically associated or com- 
plexed with other molecules, including DNA, RNA, pro- 
teins and organic and inorganic cofactors. Frequently, 
modifications are dynamic and reversible and may alter 
the precise three-dimensional structure and the state of 
activity of a protein. Collectively, the state of modifica- 
tion of the proteins which constitute a biological system 
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Figure 1. Correlation between mRNA and protein levels in yeast cells. 
For a selected population of 80 genes, protein levels were measured 
by ^^-S-radiolabeling and mRNA levels were calculated from publi- 
shed SAGE tables. Inset: expanded view of the low abundance region. 
For more experimental details, also see Figs. 5 and 6, (S. P. Gygi et at., 
submitted). 

are important indicators for the state of the system. The 
type of protein modification and the sites modified at a 
specific cellular state can. usually not be determined 
from the gene sequence alone. 

2.3 Proteomes are dynamic and reflect the state of a 
biological system 

A single genome can give rise to many qualitatively and 
quantitatively different proteomes. Specific stages of the 
cell cycle and states of differentiation, responses to 
growth and nutrient conditions, temperature and stress, 
and pathological conditions represent cellular states 
which are characterized by significantly 'different pro- 
teomes. The proteome, in principle, also reflects events 
that are under translational and post-translational con- 
trol. It is therefore expected that proteomics will be able 
to provide the most precise and.detaijied molecular des-. 
cription of the state of a cell or tissue, provided that the 
external conditions defining the state are carefully deter- 
mined. In answer to the question of whether the study 
of proteomes is necessary for the analysis of biomolec- 
ular systems, it is evident that the analysis of mature pro- 
tein products in cells is essential as there are numerous 
levels of control of protein synthesis; degradation, 
processing and modification, which are only apparent by 
direct protein analysis. 



3 Description and assessment of cunent proteome 
analysis teclinology 

3.1 Technical requirements of proteome technology 

In biological systems the level of expression as well as 
the states of modification, processing and macro-molec- 
ular association of proteins are controlled and modu- 
lated depending on the state of the system. Comprehen- 
sive analysis of the identity, quantity and state of modifi- 
cation of proteins therefore requires the detection and 
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quantitation of the proteins which constitute the system, 
and analysis of difTerentially processed forms. There are 
a number of inherent difficulties in protein analysis 
which complicate these tasks. First, proteins cannot be 
amplified. It is possible to produce large amounts of a 
particular protein by over-expression in specific cell sys- 
tems. However, since many proteins are dynamically 
post-translationally modified, they cannot be easily am- 
plified in the form in which they finally function in the 
biological system. It is frequently difficult to purify from 
the native source sufficient amounts of a protein for 
analysis. From a tedmological point of view this trans- 
lates into the need for high sensitivity analytical tech- 
niques. Second, many proteins are modified and pro- 
cessed post-translationally. Therefore, in addition to the 
protein identity, the structural basis for differentially 
modified isoforms also needs to be determined. The dis- 
tribution of a constant amount of protein over several 
differentially modified isoforms further reduces the 
amount of each species, available for analysis. The com- 
plexity and dynamics of post-translational protein edit- 
ing thus significantly complicates proteome studies. 
Third, proteins vary dramatically with respect to their 
solubility in commonly used solvents. There are few, if 
any, solvent conditions in which all proteins are soluble 
and which are also compatible with protein analysis. This 
makes the development of protein purification methods 
particularly difficult since both protein purification and 
solubility have to be achieved under the same condi- 
tions. Detergents, in particular sodium dodecyl sulfate 
(SDS), are frequently added to aqueous solvents to 
maintain protein solubility. The compatibility with SDS 
is a big advantage of SDS polyacrylamide gel electro- 
phoresis (SDS-PAGE) over other protein separation 
"techniques. Thus, SDS-PAGE and two-dimensional gel 
electrophoresis, which also uses SDS and other deter- 
gents, are the most general and preferred methods for 
the purification of small amounts of proteins, provided 
that activity does not necessarily need to be maintained. 
Lastly, the number of proteins in a given cell system is 
typically in the thousands. Any attempt to identify and 
categorize all of these must use methods which are as 
rapid as possible to allow completion of the project 
within a reasonable time frame. Therefore, a successful, 
general proteomics technology requires high sensitivity, 
high throughput, the ability to differentiate differentially 
modified proteins, and the ability to quantitatively dis- 
play and analyze all the proteins present in a sample. 

3,2 2-D electrophoresis — mass spectrometry: a common 
implementatioii of proteome analysis 

The most common currently used implementation of 
•proteome analysis technology is based on the separation 
of proteins by two-dimetisional (lEF/SDS-PAGE) gel 
elecuophoresis and their subsequent identification and 
analysis by mass spectrometry (MS) or tandem mass 
spectrometry (MS/MS). In 2-DB, proteins are first separ- 
ated by isoelectric focusing (lEF) and then by SDS- 
PAGE, in the second, perpendicular dimension. Separ- 
ated proteins are visualized at high sensitivity by staining 
or autoradiography, producing two-dimensional arrays of 
proteins! 2-DE gels are, at present, the most commonly 
used means of global display of proteins in complex 



samples. The separation of thousands of proteins has 
been achieved in a single gel [24, 25] and differentially 
modified proteins are frequently separated. Due to the 
compatibility of 2-DE with high concentrations of deter- 
gents, protein denaturants and other additives promoting 
protein solubility, the technique is widely used. 

The second step of this type of proteome analysis is the 
identification and analysis of separated proteins. Individ- 
ual proteins from polyacrylamide gels have traditionally 
been identified using A^-temiinai sequencing [26, 27), 
internal peptide sequencing [28, 29], immunoblotting or 
comigration with known proteins [30]. The recent dra- 
matic growth of large-scale genomic and expressed 
sequence tag (EST) sequence databases has resulted ir^ 
fundamental change in the way proteins are identified Sy 
their amino acid sequence. Rather than by the traditior^ 
methods described above, protein sequences are now fre- 
quently determined by correlating mass spectral or 
tandem mass spectral data of peptides derived from pro- 
teins, with the information contained in sequence data- 
bases 131-33), 

There are a number of alternative approaches to pro- 
teome analysis currently under development. There is 
considerable interest in developing a proteome analysis 
stragegy which bypasses 2-DE altogether, because it is 
considered a relatively slow and tedious process, and 
because of perceived difficulties in extracting proteins 
from the gel matrix for analysis. However, 2-DE as a 
starting point for proteome analysis has many advan- 
tages compared to other techniques available today. The 
most significant strengths of the 2-DE-MS approach 
include the relatively uniform behavior of proteins in 
gels, the ability to quantify spots and the high resolution 
and simultaneous display of hundreds to thousands of 
proteins within a reasonable time frame. 

A schematic diagram of a typical procedure of the identi- 
fication of gel-separated proteins is shown in Fig. 2. Pro- 
tein spots detected in the gel are ehzymatically or chemi- 
cally fragmented and the peptide fragments are isolated 
for analysis, as already indicated, most frequently by MS 
or MS /MS, There are numerous protocols for the gener- 
ation of peptide fragments from gel-separated proteins. 
Hiey can be grouped into two categories, digestion in 
the gel sfice [28, 34] or digestion after electro transfer out 
of the gel onto a suitable membrane (129, 35—37] and 
reviewed in [38]). In most instances either teduiique is 
applicable and yields good results. The analysis of MS or 
MS /MS data is an important step in the whole process 
because MS instruments can generate an enormous 
amount of information which cannot easily be managed 
manually. Recently, a number of groups have developed 
software systems dedicated to the use of peptide MS 
and MS/MS spectra for the Identification of proteins. 
Proteins are identified by correlating the information 
contained in the MS spectra of protein digests or 
MS /MS spectra of individual peptides with data con- 
tained in DNA or protein sequence databases. 

The systems we are currently using in our laboratory are 
based on the separation of the peptides cotitained in pro- 
tein digests by narrow bore or capiilary liquid diromatog- 
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MS/MS spectrum 
database search 



Figure 2. Schtmalic diagram of a procedure for identification of gel- 
separated proteins. Peptides can either be separated by a technique 
such as LC or CE, or infused as a mixture and sorted in the MS. Data- 
base searching can cither be performed on peptide masses from an 
MS spectrum, peptide fragment masses from CID spectra of peptides, 
or a combination of both. 



raphy [39, 40J or capillary electrophoresis [41], the anal- 
ysis of the separated peptides by electrospray ionizar 
don (ESI) MS/MS, and the correlation of the generated 
peptide spectra with sequence databases using the 
SEQUEST program developed at the University of Wash- 
ington [32, 33], The system automatically performs the 
following operations: a particular peptide ion character- 
ized by its mass-to-diarge ratio is selected in the MS out 
of all the peptide ions present in the system at a parti- 
cular time; the selected peptide ion is collided in a colli- 
sion cell with argon (collision-induced dissociation, 
CID) and the masses of the resulting fragment ions are 
determined in the second sector of the tandem MS; this 
experimentally determined CID spectrum is then corre- 
lated with the CID spectra predicted from all the pep- 
tides in a sequence database which have essentially the 
same mass as the peptide selected for CID; this correla- 
tion matches the isolated peptide with a sequence seg- 
ment in a database and thus identifies the protein from 
which the peptide was derived. There are a number of 
alternative programs which use peptide CID spectra for 
protein identification, but we use the SEQUEST system 
because it is currently the most highly automated pro- 
gram and has proven to be successftil, versatile and 
robust. 

3,3 Protein IdenUfication by LC-MS/MS, capillary 
LC-MS/MS and CE-MS/MS 

It has been demonstrated repeatedly that MS has a very 
high intrinsic sensitivity. For the routine analysis of gel- 
separated proteins at high sensitivity, the most signif- 
icant diallenge is the handling of small amounts of 
sample. The crux of the problem is the extraction and 
transferal of peptide mixtures generated by the digestion 
of low nanogram amounts of protein, from gels into the 
MS/MS system without significant loss of sample or 
introduction of unwanted contaminants. We employ 
three different systems for introducing gel-purified sam- 
ples into an MS, depending on the level of sensitivity 



required. As an approximate guideline, for samples con- 
taining tens of picomoles of peptides, LC-MS/MS is 
most appropriate; for samples containing low picomole 
amounts to high femtomole amounts we use capillary 
LC-MS/MS; and for samples containing femtomoles or 
less, CE'MS/MS is the method of choice. 

3.3.1 LC-MS/MS 

The coupling of an MS to an HPLC system using a 
0.5 mm diameter or bigger reverse phase (RF) column 
has been described in detail [421- This system has several 
advantages if a large number of samples are to be ana- 
lyzed and all are available in sufficient quantity. The 
LC-MS and database searching program can be run in a 
fully automated mode using an autosampler, thus maxi- 
mizing sample throughput and minimizing the need for 
operator interference. The relatively large column is 
tolerant of high levels of impurities from either gel prep- 
aration or sample matrix. Lastly, if configured with a 
flow-splitter and micro-sprayer [40], analyses can be per- 
formed on a small fraction of the sample (less than 5%) 
while the remainder of the sample is recovered in very 
pure solvents. This latter feature is particularly useful 
when an orthogonal technique is also used to analyze 
peptide fractions, such as scintillation of an introduced 
radiolabel, and this data can be correlated with peptides 
identified by CID spectra. 

3.3.2 Capillary LC-MS 

An increase of sensitivity of approximately tenfold can be 
achieved by using a capillary LC system with a 100 prn ID 
column rather than a 0.5 ram ID column as referred to 
above. Since very low flow rates are required for such 
columns, most reports have used a precolumn flow split- 
ting system for producing solvent gradients. We have 
recently desribed the design and construction of a novel 
gradient mixing system which enables . the formation 
of reproducible gradients at very low flow rates (low. 
nL/min) without the need for flow splitting (A. Ducret 
et aL, submitted for publication). Using this capillary 
LC-MS/MS system we were able to identify gel-separat- 
ed proteins if low picomole to high femtomole amounts 
were loaded onto the gel (40]. This system is as yet not 
automated and, like all capillary LC systems, is prone to 
blockage of the columns by microparticulates when ana- 
lyzing gel-separated proteins. 

3J.3 CE-MS/MS 

The highest level of sensitivity for analyzing gel-sep- 
arated proteins can be achieved by using capillary elec- 
trophoresis — mass spectrometry (CE-MS). We have de- 
scribed in the past a solid-phase extraction capillary elec- 
trophoresis (SPE-CE) system which was used with triple 
quadrupole and ion trap ESI-MS/MS systems for the 
identification of proteins at the low femtomole to sub- 
femtomole sensitivity level (43, 44]. While this system is 
highly sensitive, its operation is labor-intensive and its 
operation has not been automated. In order to devise an 
analytical system with both the sensitivity of a CE and 
the level of automation of LC, we have constructed 
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microfabricated devices for the introduction of samples 
into ESl-MS for high-sensitivity peptide analysis. 

The basic device is a piece of glass into which channels 
of lQ-30 Mm in depth and 50-70 \Lm in diameter are 
etched by vsing photolithography/etching techniques 
similar to the ones used in the semiconductor industry. 
(A simple device is shown in Fig. 3). The channels are 
connected to an external high voltage power supply [45]. 
Samples are manipulated on the device and off the 
device to the MS by applying different potentials to the 
reservoirs. This creates a solvent flow by electroosmotic 
pumping which can be redirected by changing the posi- 
tion of the electrode. Therefore, without the need for 
valves or gates and without any external pumping, the 
flow can be redirected by simply switching the position 
of the electrodes on the device. TTie direction and rate of 
the flow can be modulated by the size and the polarity 
of the electric field applied and also by the charge state 
of the surface. 

The type of data generated by the system is illustrated in 
Fig. 4, which shows the mass spectrum of a peptide sample 
representing the tryptic digest of carbonic anhydrase at 
290 fmol/nL. Each numbered peak indicates a peptide suc- 
cessfully identified as being derived from carbonic an- 



Figure 3, Schematic illustration of a 
microfabricated analytical system for CE, 
coasistlng of a micromachined device, 
coated capillary electroosmotic pump, 
and microclectrospray Interface. The 
dimensions of the channels and reservoir 
are as indicated in the text. The channels 
on the device were graphically enhanced 
to make them more visible. Reproduced 
from (45). with permission. 



hydrase. Some of the unassigned signals may be chemical 
or peptide contaminants. The MS is programmed to auto- 
matically select each peak and subject the peptide to CID. 
The resulting CID spectra are then used to identify the 
protein by correlation with sequence databases. Therefore, 
this system allows us to concurrently apply a number of 
protein digests onto the device, to sequentially mobilize 
the samples, to automatically generate CID spectra of 
selected peptide ions and to search sequence databases 
for protein identification. These steps are performed auto- 
matically without the need for user input and proteins can 
be identified at very low femtomole level seiisitivity at a 
rate of approximately one protein per 15 min. 

3.4 Assessment of 2-DE-MS proteomc technolog)' 

Using a combination of the analytical tedhnlques de- 
scribed above we have identified the 80 protein spots 
indicated in Fig. 5. The protein pattern was generated by 
separating a total of 40 microgram of protein contained 
in a total cell lysate of the yeast strain. YPH499 by high 
resolution 2-DE and silver staining of the separated pro- 
teins To estimate how far this type of proteome analysis 
can penetrate towards the identification of low abun- 
dance proteins, we have calculated the codon bias of the 
genes encoding the respective proteins. Codon bias is a 




m/t 



Figure 4, MS spectrum of a tryptic digest 
of carbonic anhydrase using the microfa- 
bricated system shown in Fig. 3. 290 
fmol/nL of carbonic anhydrase tryptic 
digest was infused Into a Fianigan LCQ 
ioji trap MS. Each peak was selected for 
CID, and those which were identified as 
containinp peptides derived from car-^ 
booic anhydrase are numbered. Repro- 
duced from 145], with permission. 
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Figure J 2-DE separation of a lysatc of yeast cells, with idcntifted proteins highlighted, Tlie First dimension of separation was an IPG from 
pH 3-10, and the second dimension was a 10%T SDS-PAGE gel. Proteins were visualized by silver staining. Further details of experimental 
procedures are included la S. P. Gygi €t at, (submitted). 
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calculated measure of the degree of redundancy of trip- 
let DNA codons used to produce each amino acid in a 
particular gene sequence. It has been shown to be a 
useful indicator of the level of the protein product of a 
particular gene sequence present in a cell [46]. The gen- 
eral rule which applies is that the higher the value of the 
cod on bias calculated for a gene, the more abundant the 
protein product of that gene bccoiaes. The calculated 
codon bias values corresponding to the proteins identi- 
fied in Fig. 5 are shown in Fig. 6b. Nearly all of the pro- 
teins identified (> 95%) have codon bias values of > 0.2, 
indicating they are highly abundant in cells. In contrast, 
codon bias values calculated for the entire yeast genonie 
(Fig. 6a) show that the majority of proteins present in 
the proteome have a codon bias of < 0.2 and are thus of 
low abundance. 

This finding is of considerable importance in our assess- 
ment of the current status of proteome analysis technol- 
ogy. It is clear that even using highly sensitive analytical 
techniques, we are only able to visualize and identify the 



more abundant proteins. Since many important regula- 
tory proteins are present only at low abundance, these 
would not be amenable to analysis using sudi tedi- 
niques. This situation would be exacerbated in the anal- 
ysis of proteomes containing many more proteins than 
the approximately 6000 gene products' present in yeast 
cells [16]. In the analysis of, for example, the proteome 
of any human cells, there are potentially 50000-100000 
gene products [47]. Inherent liniitations on the amount 
of protein that can be loaded on 2-DE, and the number 
of components that can be resolved, indicate that only 
the most highly ' abundant fraction of the many gene 
products could be successfully analyzed. One approach 
that has been employed to circumvent these limitations 
is the use of very narrow range immobilized pH gradient 
strips for the first-dimension separation of 2-DE [48]. 
Since only those proteins which focus within the narrow 
range will enter the second dimension of separation, a 
much higher sample loading within the desired range is 
possible. This, in turn, can lead to the visualization and 
identification of less abundant proteins. 
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CodoQ Bias 

Figure 6. Calculated codon bias values for yeast proteins. (A) Distribu- 
tion of calculated . values for the entire yeast protcome. (B) Distribu- 
tion of calculated values for the subset of 80 identiGcd proteins also 
shown in Figs. 1 and 5, Further details of experimental procedures arc 
included in S. P. Gygi et al. {submitted). 



4 Utility of proteome analysis for biological 
researdi 

For the success of proteomics as a. mainstream approach 
to the analysis of biological systems it is essential to 
define how proteome analysis and biological research 
projects intersect. Without a clear plan for the implemen- 
tation of proteome-type approadies! into biological re- 
search projects the full impact of the technology can not 
be realized. The literature indicates that proteome anal- 
ysis is used both as a database/data archive, and as a bio- 
logical assay or biological research tool. 

4*1 Hie proteome as a database 

The use of proteomics as a database or data archive 
essentially entails an attempt to identify all the proteins 
in a cell or species and to annotate each protein with the 
known biological information that is relevant for each 
protein. The level of annotation can, of course, be exten- 
sive; The most common implementation of this idea is 
the separation of proteins .by high resolution 2-DE, the 
identification of each detected protein spot and the 
aimotation of the protein spots in a 2-DE gel database 
format. This approach is complicated by the fact that it is 
difficult to precisely define a proteome and to decide 
which proteome should be represented in the database. 
In contrast to the genome of a species, which is essen- 
tially static, the proteome is highly dynamic. Processes 
such as differentiation, cell activation and disease can all 
significantly change the proteome of a species. This is 
illustrated in Fig. 7. The figure shows two high-resolu- 
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tion 2-DE maps of proteins isolated from rat serum. 
Fig. 7 A is from the serum of normal rats, while Fig. 7B 
is from the serum of rats in acute-phase serum after, 
prior treatment .with an inflammation-causing agent [49], 
It is obvious that the protein patterns are significantly 
different in several areas, raising the question of exactly 
which proteome is being described. 

Therefore, a comprehensive proteome database of a spe- 
cies or cell type needs to contain all of the parameters 
which describe the state and the type of the cells from 
which the proteins were extracted as well as the software 
tools to search the database with queries which reflect 
the dynamics of biological systems. A comprehensive 
proteome database should be capable of quantitatively, 
describing the fate of each protein if specific systenr® 
and pathways are activated in the cell. Specifically, the 
quantity, the degree of modification, the subcellular loca- 
tion and the nature of molecules specifically interacting 
with a protein as well as the rate of change of these 
variables should be described. Using these admittedly 
stringent criteria, there is currently no comlete proteome 
database. A number of such databases are, however, in 
the pirocess of being constructed. The most advanced 
among them, in our opinion, are the yeast protein data- 
base YPD {501 (accessible at http://www.ypd.com) and 
the human 2D-PAGE databases of the Danish Centre 
for Human Genome Research [12] (accessible at http:// 
biobase,dk/cgi-bin/celis). While neither can be con- 
sidered complete as not all of the potential gene pro- 
ducts are identified, both contain extensive armotation 
of supplemental information for many of the spots 
which are positively identified in reference samples. 

4.2 The proteome as a biological assay 

The use of proteome analysis as a biological assay or 
researdi tool represents an alternative approach to inte- 
grating biology with proteomics. To investigate the state 
of a system, samples are subjected to a specific proceess 
that allows the quantitative or qualitative measurement 
of some of the variables which describe the system. In 
typical biochemical assays one variable (je.g., enzyme 
activity) of a single component (e.^., a particular en- 
zyme) is measured. Using proteomics as an assay; mul- 
tiple variables {e.g., expression level, rate of synthesis, 
phosphorylation state, etc.) are measured concurrently 
on many (ideally all) of the proteins in a sample. The 
use of proteomics as an assay is a less far-readiing prop- 
osition than the construction of a comprehensive pro- 
teome database. It does, however, represent a pragmatic 
approach which can be adapted to investigate specific 
systems and pathways, as long as the interpretation of 
the results takes into account that with current tedinol- 
ogy not all of the variables which describe the system 
can be observed (see Section 3.4), 

A common implementation of proteome analysis as a 
biological assay is when a 2-DE protein pattern gener- . 
ated from the analysis of an experimental sample is 
compared to an array of reference patterns representing 
different states of the system under investigation. The 
state of the experimental system at the time the sample 
was generated is therefore determined by the quaatita- 
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tive comparative analysis of hundreds to a few thousand 
proteins. Comparative analysis of the 2-DE patterns fur- 
thermore highlights quantitative and qualitative differ- 
ences in the protein profiles which correlate with the 
state of the system. For this type of analysis it is not 
essential that all the proteins are identified or even visu- 



alized, although the results become more informative as 
more proteins are. compared. It is obvious, however, that 
the possibility to identify any protein deemed character- 
istic for a particular state dramatically enhances this 
approach by opening up new avenues for experimenta- 
tion. 
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Figure 7, High resolution 2-DE map of proteins isolated from rat serum with or without prior exposure to an inflam' 
matioD-causing agent, (A) normal rat serum, (B) acute-phase scrum from rats which had previously been exposed to 
an inflammation-causing agent. The first dimension of separation is an IPO from pH 4-10, and the second dimen- 
sion is a 7.5-17.5%T gradient SDS-PAOE gel. Proteins were vlsuaJized by staining with amido blacJc, Further details 
of experimental , procedures are included in (14, 49]. 
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Proteome analysis as a biological assay has been success- 
fully used in the field of toxicology, to characterize 
disease states or to study differential activation of cells. 
The approach is limited, of course, by the fact that only 
the visible protein spots are included in the assayi and it 
is well known that a substantia! but far from complete 
fraction of cellular proteins are detected if a total cell 
lysate is separated by 2-DE. Proteins may not be 
detected ID 2-DE gels because they are not abundant 
enough to be visualized by the detection method used, 
because they do not migrate within the .boundaries (size, 
p/) resolved by the gel» because they are not soluble 
under the conditions used, or for other reasons. 

A different way to use proteome analysis as a biological 
assay to define the state of a biological system is to lake 
advantage of the wealth of information contained in 
2-DE protein patterns, 2-DE is referred to as two-dimen- 
sional because of the electrophoretic mobility and the 
isoelectric points which define the position of each pro- 
tein in a 2-DE pattern. In addition to the two dimen- 
sions used to generate the protein patterns, a number of 
additional data dimensions are contained in the protein 
patterns. Some of these dimensions such as protein 
expression level, phosphorylation state, subcellular loca- 
tion, association with other proteins, rate of synthesis or 
degradation indicate the activity state of a protein or a 
biological system. Comparative analysis of 2-DE protein 
patterns representing different states is therefore ideally 
suited for the detection, identification and analysis of 
suitable markers. Once again it must be emphasized that 
in this type of experiment only a fraction of the cellular 
proteins is analyzed. Since many regulatory proteins are 
of low abundance, this limitation is a concern, particu- 
larly in cases in which regulatory pathways are being 
investigated. 

5 Concluding remarks 

In this report we have addressed three main issues 
related to proteome analysis. Fkst, we have discussed 
the rationale for studying proteomes. Second, we have 
assessed the technical feasibility of analyzing proteomes 
and described current proteome technology, and third, 
we have analyzed the utility of proteome analysis for bio- 
logical researdi. It is apparent that proteome analysis is 
an essential tool in the analysis of biological systems. 
The multi-level control of protein synthesis and degrada- 
tion in cells means that only the direct analysis of 
mature protein products can reveal their correct identi- 
ties, their relevant state of modification and/or associa- 
tion and their amounts. Recently developed methods 
have enabled the identification of proteins at ever- 
increasing sensitivity levels and at a high level of auto- 
mation of the analytical processes. A number of tech- 
nical challenges, however, remain. While it is currently 
possible to identify essentially any protein spots that can 
be visualized by common staining methods, it is ap- 
parent that without prior enrichment only a relatively 
small and highly selected population of long-lived, 
highly expressed proteins is observed. Hiere are many 
more proteins in a given cell which are not visualized by 
such methods. Frequently it is the low abundance pro- 
teins that execute key regulatory functions. 
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We have outlined the two principal ways proteome anal- 
ysis is currently being used to intersect with biological 
research projects: the proteome as a database or data 
archive and proteome analysis as a biological assay. Both 
approaches have in common that at present they are con- 
ceptually and technically limited. Current proteome data- 
bases typically are limited to one cell type and one state 
of a cell and therefore do not account for the dynamics 
of biological systems. The use of proteome analysis as a 
biological assay can provide a wealth of information, but 
it is Umited to the proteins detected and is therefore not 
truly proteome-wide.Hiese limitations in proteomics are 
to a large extent a reflection of the fact that proteins in 
their fully processed form cannot easily be amplified and 
are therefore difficult to isolate in amounts sufficientjbr 
analysis or experimentation. The fact that to date f no 
complete proteome has been described further attests to 
these difficulties. With continued rapid progress in pro- 
tein analysis technology, however, we anticipate that the 
goal of complete proteome analysis will eventually 
become attainable. 
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from the National Science Foundation Science and Technol- 
ogy Center for Molecular Biotechnology and from the N!H, 
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Do We Have Enough Biomarkers? 

The Editor has become aware of a recent push to validate cuiTently available biomark- 
ers ill an extensive cUnical setting. The reasoning behind such a push is that there are 
already a significant number of biomarkers that now need to be used effectively in the 
clinic. Many biomark^, such as tlie carcinoeinl)ryDiiic antigen, have been known for some 
time and are used widely for patient management. The older biomarkers, however, are 
not effective for early diagnosis. 

With the advent of genomics and, later, proteomics, there has been a substantial 
investment in using these new tools to generate additional biomarkers. The problem 
with this new information is that it is too early to get consensus on what is a useful marker 
or what is a good patient population for such a study. Therefore, it is miclear whether 
ihe new matkejrs currently in hand will give better clinical information than die one^s 
that have been used in the past An additional problem is that the markers tliat are gen- 
erated by proteomics are not always consistent with the markers that are generated from 
expression profiling. 

The challenge in this situation is to balance the need of patients for better, early diag- 
nosis of disease with the need to have high-quality miarkers for the expensive and time- 
consuming validation process. This Editor believes that proteomics is at too early a stage 
for this new technology to have generated a quality list of markers. The risk is if we push 
the existing markers into extensive clinical validation, we will be missing the fruits of 
improvements in emerging proteomics technolog>^. I think many people in the proteomics 
community would agree that federal grandng agencies should be enticed to continue 
investments in basic proteomics technology. In addition, funding should be made 
available for basic science studies that will continue to generate biomarkers, and theie 
needs to be some type of consensus- building process that can lead to a consolidation 
of the different lists of biomarkers. 

There are good past models for such acti\'ities, such as the consensus-forming meet- 
ings that the U.S. Food and Drug Administration has held; these yielded technical inno- 
vations. One example was the generation of new pmtein phaimaceuticais at the advent 
of the biotechnology indusffy. Another example, in the early days of the genome sequenc- 
ing program, was wlien a group of experts came togetlier to agree on annotation of Uie 
early results. The Human Proteome Organization is a good example of an international 
group of laboratories coming together to consolidate the output from a number of 
studies with different technolog>^ platforms. 

I would like to encourage the biomedical community not to rush to judgment in 
tertns of biomarkers, but instead to give research more time to produce quality biomarker 
information. Then we should conduct a thorough evaluation of a widely agreed-on list 
before we alt em pt to determine which o f these new markers are indeed worthy o f ejclen- 
srve clinical investigation. 
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Human Nodal and Lefty Homologues 

Field of the Invention 

The present invention relates to two novel human genes encoding 
5 polypeptides which are members of the transforming growth factor-beta (TGF-p) 
superfamily. More specifically, isolated nucleic acid molecules are provided 
encoding human polypeptides designated the Nodal and Lefty homologues, 
hereinafter referred to as "Nodal" and "Lefty", respectively. Nodal and Lefty 
polypeptides are also provided, as are vectors, host cells and recombinant 
10 methods for producing the same. Also provided are diagnostic methods for 
detecting disorders related to the regulation of cell growth and differentiation and 
therapeutic methods for treating such disorders. The invention further relates to 
screening methods for identifying agonists and antagonists of Nodal and Lefty 
activity. 

15 Background of the Invention 

The TGF-p family of peptide growth factors includes at least five 
members (TGF-p 1 through TGF-p5) all of which form homodimers of 
approximately 25 kd. The TGF-p family belongs to a larger, extended super 
family of peptide signaling molecules that includes the Muellerian inhibiting 

20 substance (Gate, R. L., et aL Cell 45:685-698 (1986)), decapentaplegic (Padgett, 
R. W., et ah, Nature 325:81-84 (1987)), bone morphogenic factors (Wozney, J. 
M., et aL, Science 242:1528-1534 (1988)), vgl (Weeks, D. L. and Melton, D. A., 
Cell 51:861-867 (1987)), activins (Vale, W., et aL, Nature 321:776-779 (1986)), 
and inhibins (Mason, A. J., et aL, Nature 318:659-663 (1985)). These factors are 

25 similar to TGF-p in overall structure, but share only approximately 25% amino 
acid identity with the TGF-p proteins and with each other. All of these 
molecules are thought to play an important roles in modulating growth, 
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development and differentiation (Kingsley, D. M. Genes & Dev. 8:133-146 
(1994)). 

TGF-p was originally described as a factor that induced normal rat kidney 
fibroblasts to proliferate in soft agar in the presence of epidermal growth factor 
5 (Roberts, A. B., etal., Proc. Natl Acad, ScL USA 78:5339-5343 (1981)). TGF-p 
has subsequently been shown to exert a number of different effects in a variety of 
cells. For example, TGF-p can inhibit the differentiation of certain cells of 
mesodermal origin (Florini, J. R., et al, J. Biol Chem. 261:1659-16513 (1986)), 
induced the differentiation of others (Seyedine, S. M. ei al, Proc. Natl Acad ScL 

10 USA 82:2267-2271 (1985)), and potently inhibit proliferation of various types of 
epithelial cells, (Tucker, R. F., Science 226:705-707 (1984)). This last activity 
has lead to the speculation that one important physiologic role for TGF-p is to 
maintain the repressed growth state of many types of cells. Accordingly, cells 
that lose the ability to respond to TGF-p are more likely to exhibit uncontrolled 

15 growth and to become tumorigenic. Indeed, cells which characteristically lack 
certain tumors (e.g. retinoblastoma) lack detectable TGF-p receptors at their cell 
surface and fail to respond to TGF-p, while their normal counterparts express 
self-surface receptors in their growth is potently inhibited by TGF-p (Kim Chi, 
A., et al, Science 240:196-198 (1988)). 

20 More specifically, TGF-p 1 stimulates the anchorage- independent growth 

of normal rat kidney fibroblasts (Robert et al, Proc. Natl Acad Sci. USA 
78:5339-5343 (1981)). Since then it has been shown to be a multi-functional 
regulator of cell growth and differentiation (Spom, et al, Science 233:532-534 
(1986)) being capable of such diverse effects of inhibiting the grov^ of several 

25 human cancer cell lines (Roberts, et al, Proc, Natl Acad. ScL USA 82:1 19-123 
(1985)), mouse keratinocytes, (Coffey, et al, Cancer Res. 48:1596-1602 (1988)), 
and T and B lymphocytes (Kehrl, et al, J. Exp. Med 163:1037-1050 (1986)). It 
also inhibits early hematopoietic progenitor cell proliferation (Goey, et al, J. 
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Immunol 143:877-880 (1989)), stimulates the induction of differentiation of rat 
muscle mesenchymal cells and subsequent production of cartilage-specific macro 
molecules (Seyedine, et ai, I Biol Chem. 262:1946-1949 (1986)), causes 
increased synthesis and secretion of collagen (Ignotz, et al, J. Biol Chem. 
5 261:4337-4345 (1986)), stimulates bone formation (Noda, et al, Endocrinol 
124:2991-2995 (1989)), and accelerates the healing of incision wounds (Mustoe, 
et al, Science 237:1333-1335 (1987)). 

Further, TGF-pl stimulates formation of extracellular matrix molecules in 
the liver and lung. When levels of TGF-pl are higher than normal, formation of 

10 fiber occurs in the extracellular matrix of the liver and lung which can be fatal. 
High levels of TGF-pl occur due to chemotherapy and bone marrow transplant as 
an attempt to treat cancers such as breast cancer. 

A second protein termed TGF-p2 was isolated from several sources 
including demineralized bone, a human prostatic adenocarcinoma cell line (Ikeda, 

15 etal, J. Bio. Chem. 26:2406-2410 (1987)). TGF-p2 shared several functional 
similarities with TGF-pl. These proteins are now known to be members of a 
family of related growth modulatory proteins including TGF-p3 (Ten-Dijke, et 
al, Proc. Natl Acad Sci. USA 85:471-4719 (1988)), Muellerian inhibitory 
substance and the inhibins. 

20 Thus, there is a need for polypeptides that function as potent regulators 

of cell growth and differentiation, since disturbances of such regulation may be 
involved in disorders relating to abnormal regulation of cell growth and 
differentiation, cancer, tissue regeneration, and wound healing. Therefore, there is 
a need for identification and characterization of such human polypeptides which 

25 can play a role in detecting, preventing, ameliorating or correcting such disorders. 
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Summary of the Invention 

The present invention provides isolated nucleic acid molecules comprising 
polynucleotides encoding at least a portion of the Nodal polypeptide having the 
complete amino acid sequence shown in SEQ ID N0:2 or the complete amino 
5 acid sequence encoded by the cDNA clone deposited as plasmid DNA as ATCC 
Deposit Number 209092, on June 5, 1997 or the complete amino acid sequence 
encoded by the cDNA clone deposited as plasmid DNA as ATCC Deposit 
Number 209135, on July 2, 1997. The nucleotide sequence determined by 
sequencing the deposited Nodal clone, which is shown in Figures 1 A and B (SEQ 

10 ID N0:1), and contains a single open reading frame encoding a complete 
polypeptide of 283 amino acid residues initiating with a codon encoding an 
N-terminal aspartic acid residue at nucleotide positions 1-3 with a predicted 
molecular weight of about 32.5 kDa. Nucleic acid molecules of the invention 
include those encoding the complete amino acid sequence shown in SEQ ID 

15 N0:2, the complete, amino acid sequence encoded by the cDNA clone in ATCC 
Deposit Numbers 209092 and 209135, which molecules also can encode 
additional amino acids fused to the N-terminus of the Nodal amino acid sequence. 

The present invention also provides isolated nucleic acid molecules 
comprising polynucleotides encoding at least a portion of the Lefty polypeptide 

20 having the complete amino acid sequence shown in SEQ ID N0:4 or the complete 
amino acid sequence encoded by the cDNA clone deposited as plasmid DNA as 
ATCC Deposit Number 209091 on June 5, 1997. The nucleotide sequences 
determined by sequencing the deposited Lefty clone, which is shown in Figures 
2 A and B (SEQ ID N0:3), and contains a single open reading frame encoding a 

25 complete polypeptide of 366 amino acid residues with an initiation codon 
encoding an N-terminal methionine at nucleotide positions 53-55, and a predicted 
molecular weight of about 40.9 kDa. Nucleic acid molecules of the invention 
include those encoding the complete amino acid sequence shovm in SEQ ID 
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N0:4, those encoding the complete amino acid sequence shown in SEQ ID N0:4 
excluding the N-teiminal methionine, the complete amino acid sequences encoded 
by the cDNA clone in ATCC Deposit Numbers 209091, or the complete amino 
acid sequences excepting the N-terminal methionine encoded by the cDNA clone 

5 in ATCC Deposit Number 209091, which molecules also can encode additional 
amino acids fused to the N-terminus of the Lefty amino acid sequence. 

The Nodal protein of the present invention shares sequence homology 
with the translation product of the murine mRNA for Nodal (Figure 3; SEQ ID 
N0:5), including the conserved predicted active domain of about 110 amino acids, 

10 Murine Nodal is thought to be essential for mesoderm formation and subsequent 
organization of axial structures in early mouse development. The homology 
between murine Nodal and the human Nodal homologue of the present invention 
indicates that the human Nodal homologue of the present invention may also be 
involved in a developmental process such as the correct formation of various 

15 structures or in one or more post-developmental capacities including sexual 
development, pituitary hormpne production, and the creation of bone and 
cartilage, as are many of the other members of the TGF-p superfamily. 

The Lefty protein of the present invention shares sequence homology 
with the translation product of the murine mRNA for Lefty (Figure 4; SEQ ID 

20 N0:6), including the conserved predicted active domain of about 110 amino acids. 
Murine Lefty is thought to be important in left/right handedness of the 
developing organism. The homology between murine Lefty and the novel human 
Lefty homologue of the present invention indicates that the novel human Lefty 
homologue of the present invention may also be involved in correct formation of 

25 various structures with respect to the rest of the developing organism or Lefty 
may also be involved in one or more post-developmental capacities including 
sexual development, pituitary hormone production, and the creation of bone and 
cartilage, as are many of the other members of the TGF-p superfamily. 
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Nodal and Lefty polypeptides of the present invention are useful for 
enhancing or enriching the growth and/or differentiation of specific cell 
populations, e.g., embryonic cells or stem cells. 

Another embodiment of the invention provides pharmaceutical 

5 compositions which contain a therapeutically effective amount of human Nodal 
and/or Lefty polypeptide, in a pharmaceutical ly acceptable vehicle or carrier. 
These compositions of the invention may be useful in the therapeutic modulation 
or diagnosis of bone, cartilage, or other connective cell or tissue growth and/or 
differentiation. These compositions may be used to treat such conditions as 

10 osteoarthritis, osteoporosis, and other abnormalities of bone, cartilage, muscle, 
tendon, ligament and/or other connective tissues and/or organs such as liver, lung, 
cardiac, pancreas, kidney, and other tissues. These compositions may also be 
useful in the growth and/or formation of cartilage, tendon, ligament, meniscus, and 
other connective tissues or any combination of the above (e.g., therapeutic 

15 modulation of the tendon-to-bone attachment apparatus). These compositions 
may also be useful in treating periodontal disease and modulating wound healing 
and tissue repair of such tissues as epidermis, nerve, muscle, cardiac muscle, liver, 
lung, cardiac, pancreas, kidney, and other tissues and/or organs. Pharmaceutical 
compositions containing Nodal and/or Lefty of the invention may include one or 

20 more other therapeutically useful component such as BMP-1, BMP-2, BMP-3, 
BMP-4, BMP-5, BMP-6, and/or BMP-7 {See, for example, U. S. Patent Nos. 
5,108,922; 5,013,649; 5,116,738; 5,106,748; 5,187,076; and 5,141,905), BMP-8 
{See, for example, PCT publication WO91/18098), BMP-9 {See, for example, 
PCT publication WO93/00432), BMP- 10 {See, for example, PCT publication 

25 W094/26893), BMP-1 1 {See, for example, PCT publication W094/26892), 
BMP-12 and/or BMP-13 {See, for example, PCT publication WO95/16035), with 
other growth factors including, but not limited to, BIP, one or more of the growth 
and differentiation factors (GDFs), VGR-2, epidermal growth factor (EGF), 
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fibroblast growth factor (FGF), TGF-alpha, TGF-beta, activins, inhibins, and 
insulin-like growth factor (IGF). 

The encoded Lefty polypeptide has a predicted leader sequence of 18 
amino acids underlined in Figure 2A; and the amino acid sequence of the predicted 
5 secreted Lefty protein is also shown in Figures 2A-B, as amino acid residues 
1 9-366 and as residues 1 -348 in SEQ ID N0:4. 

Thus, one embodiment of the invention provides an isolated nucleic acid 
molecule comprising a polynucleotide having a nucleotide sequence selected from 
the group consisting of: (a) a nucleotide sequence encoding the Nodal 

10 polypeptide, having the complete amino acid sequence in SEQ ID N0:2 (i.e., 
positions 1 to 283 of SEQ ID N0:2); (b) a nucleotide sequence encoding the 
predicted active Nodal polypeptide having the amino acid sequence at positions 
173 to 283 of SEQ ID N0:2; (c) a nucleotide sequence encoding the Nodal 
polypeptide having the complete amino acid sequence encoded by the cDNA 

15 clone contained in ATCC Deposit No. 209092 and/or 209135; (d) a nucleotide 
sequence encoding the active domain of the Nodal polypeptide having the amino 
acid sequence encoded by the cDNA clone contained in ATCC Deposit No. 
209092 and/or 209135; and (e) a nucleotide sequence complementary to any of 
the nucleotide sequences in (a), (b), (c) or (d) above. 

20 Another embodiment of the invention provides an isolated nucleic acid 

molecule comprising a polynucleotide having a nucleotide sequence selected from 
the group consisting of: (a) a nucleotide sequence encoding the Lefty 
polypeptide having the complete amino acid sequence in SEQ ID N0:4 (i.e., 
positions -18 to 348 of SEQ ID N0:4); (b) a nucleotide sequence encoding the 

25 Lefty polypeptide having the complete amino acid sequence in SEQ ID N0:4 
excepting the N-terminal methionine (i.e., positions -17 to 348 of SEQ ID N0:4); 
(c) a nucleotide sequence encoding the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 60 to 348 of SEQ ID 
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N0:4; (d) a nucleotide sequence encoding the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 118 to 348 of 
SEQ ID N0:4; (e) a nucleotide sequence encoding the predicted active domain of 
the Lefty polypeptide having the amino acid sequence at positions 125 to 348 of 
5 SEQ IDN0:4; (f) a nucleotide sequence encoding the Lefty polypeptide having 
the complete amino acid sequence encoded by the cDNA clone contained in 
ATCC Deposit No. 209091; (g) a nucleotide sequence encoding the Lefty 
polypeptide having the complete amino acid sequence excepting the N-terminal 
methionine encoded by the cDNA clone contained in ATCC Deposit No, 
10 209091; (h) a nucleotide sequence encoding the active domain of the Lefty 
polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091; and (i) a nucleotide sequence 
complementary to any of the nucleotide sequences in (a), (b), (c), (d), (e), (f), (g) 
or (h) above. 

15 Further embodiments of the invention include isolated nucleic acid 

molecules that comprise a polynucleotide having a nucleotide sequence at least 
90% identical, and more preferably at least 95%, 96%, 97%, 98% or 99% 
identical, to any of the nucleotide sequences in (a), (b), (c), (d) or (e), above, with 
regard to Nodal, to any of the nucleotide sequences in (a), (b), (c), (d), (e), (f), (g), 

20 (h) or (i), above, with regard to Lefty, or a polynucleotide which hybridizes, 
preferably under stringent hybridization conditions, to a polynucleotide in (a), 
(b), (c), (d) or (e), above, with regard to Nodal, or any of the nucleotide sequences 
in (a), (b), (c), (d), (e), (f), (g), (h) or (i), above, with regard to Lefty, listed above. 
This polynucleotide which hybridizes does not hybridize under stringent 

25 hybridization conditions to. a polynucleotide having- a nucleotide sequence 
consisting of only A residues or of only T residues. 

An additional nucleic acid embodiment of the invention relates to an 
isolated nucleic acid molecule comprising a polynucleotide which encodes the 
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amino acid sequence of an epitope-bearing portion of a Nodal polypeptide having 
an amino acid sequence in (a), (b), (c), (d) or (e), with regard to Nodal, above. A 
further nucleic acid embodiment of the invention relates to an isolated nucleic acid 
molecule comprising a polynucleotide which encodes the amino acid sequence of 
5 an epitope-bearing portion of a Lefty polypeptide having an amino acid sequence 
in (a), (b), (c), (d), (e), (f), (g), (h) or (i), with regard to Lefty, above. A further 
embodiment of the invention relates to an isolated nucleic acid molecule 
comprising a polynucleotide which encodes the amino acid sequences of a Nodal 
or Lefty polypeptide having an amino acid sequence which contains at least one 

10 amino acid substitution, but not more than 50 amino acid substitutions, even 
more preferably, not more than 40 amino acid substitutions, still more preferably, 
not more than 30 amino acid substitutions, and still even more preferably, not 
more than 20 amino acid substitutions. Of course, in order of ever-increasing 
preference, it is highly preferable for a polynucleotide which encodes the amino 

15 acid sequence of a Nodal or Lefty polypeptide to have an amino acid sequence 
which contains not more than 10, 9, 8, 7, 6, 5, 4, 3, 2 or 1 amino acid 
substitutions. Conservative substitutions are preferable. 

The present invention also relates to recombinant vectors, which include 
the isolated nucleic acid molecules of the present invention, and to host cells 

20 containing the recombinant vectors, as well as to methods of making such vectors 
and host cells and for using them for production of Nodal or Lefty polypeptides 
or peptides by recombinant techniques. 

In accordance with a further embodiment of the present invention, there is 
provided a process for producing such polypeptide by recombinant techniques 

25 comprising culturing recombinant prokaryotic and/or eukaryotic host cells, 
containing a human Nodal or Lefty nucleic acid sequence, under conditions 
promoting expression of said protein and subsequent recovery of said protein. 
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The invention further provides an isolated Nodal or Lefty polypeptide 
comprising an amino acid sequence selected from the group consisting of: (a) the 
amino acid sequence of the full-length Nodal polypeptide having the complete 
amino acid sequence shown in SEQ ID N0:2 (i.e., positions 1 to 283 of SEQ ID 
5 N0:2); (b) the amino acid sequence of the predicted active Nodal polypeptide 
having the amino acid sequence at positions 173 to 283 of SEQ ID N0:2; (c) the 
amino acid sequence of the Nodal polypeptide having the complete amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209092 
and/or 209135; (d) the amino acid sequence of the active domain of the Nodal 

10 polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 and/or 209135; (e) the amino acid 
sequence of the Lefty polypeptide having the complete amino acid sequence in 
SEQ ID N0:4 (i.e., positions -18 to 348 of SEQ ID N0:4); (f) the amino acid 
sequence of the Lefty polypeptide having the complete amino acid sequence in 

15 SEQ IDN0:4 excepting the N-terminal methionine (i.e., positions -17 to 348 of 
SEQ ID NO:4); (g) the amino acid sequence of the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 60 to 348 of SEQ 
ID N0:4; (h) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 118 to 348 of SEQ ID 

20 N0:4; (i) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 125 to 348 of SEQ ID 
N0:4; (j) the amino acid sequence of the Lefty polypeptide having the complete 
amino acid sequence encoded by the cDNA clone contained in ATCC Deposit 
No. 209091; (k) the amino acid sequence of the Lefty polypeptide having the 

25 complete amino acid sequence excepting the N-terminal methionine encoded by 
the cDNA clone contained in ATCC Deposit No. 209091 , and; (1) the amino acid 
sequence of the active domain of the Lefty polypeptide having the amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209091. 
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The polypeptides of the present invention also include polypeptides having an 
amino acid sequence at least 80% identical, more preferably at least 90% identical, 
and still more preferably 95%, 96%, 97%, 98% or 99% identical to those 
described in (a) through (1) above, as well as polypeptides having an amino acid 

5 sequence with at least 90% similarity, and more preferably at least 95% 
similarity, to those above. 

An additional embodiment of the invention relates to a peptide or 
polypeptide which comprises the amino acid sequence of an epitope-bearing 
portion of a Nodal or Lefty polypeptide having an amino acid sequence described 

10 in (a) through (1), above. Peptides or polypeptides having the amino acid 
sequence of an epitope-bearing portion of a Nodal or Lefty polypeptide of the 
invention include portions of such polypeptides with at least six or seven, 
preferably at least nine, and more preferably at least about 30 amino acids to 
about 50 amino acids, although epitope-bearing polypeptides of any length up to 

15 and including the entire amino acid sequence of a polypeptide of the invention 
described above also are included in the invention. 

A further embodiment of the invention relates to a polypeptide which 
comprises the amino acid sequence of a Nodal or Lefty polypeptide having an 
amino acid sequence which contains at least one amino acid substitution, but not 

20 more than 50 amino acid substitutions, even more preferably, not more than 40 
amino acid substitutions, still more preferably, not more than 30 amino acid 
substitutions, and still even more preferably, not more than 20 amino acid 
substitutions. Of course, in order of ever-increasing preference, it is highly 
preferable for a peptide or polypeptide to have an amino acid sequence which 

25 comprises the amino acid sequence of a TNF-gamma polypeptide, which contains 
at least one, but not more than 10, 9, 8, 7, 6, 5, 4, 3, 2 or 1 amino acid 
substitutions. In specific embodiments, the number of additions, substitutions, 
and/or deletions in the amino acid sequence of Figures 1 A and IB, Figures 2 A and 
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2B, or fragments thereof (e.g., the mature form and/or other fragments described 
herein), is 1-5, 5-10, 5-25, 5-50, 10-50 or 50-150, conservative amino acid 
substitutions are preferable. 

In another embodiment, the invention provides an isolated antibody that 
5 binds specifically to a Nodal and Lefty polypeptide having an amino acid 
sequence described in (a) through (I) above. The invention further provides 
methods for isolating antibodies that bind specifically to a Nodal or Lefty 
polypeptide having an amino acid sequence as described herein. Such antibodies 
are useful diagnostically or therapeutically as described below. 

10 The invention also provides for pharmaceutical compositions comprising 

Nodal and Lefty polypeptides, particularly human Nodal and Lefty 
polypeptides, which may be employed, for instance, to treat cellular growth and 
differentiation disorders. Methods of treating individuals in need of Nodal and 
Lefty polypeptides are also provided. 

15 The invention further provides compositions comprising a Nodal or Lefty 

polynucleotide or a Nodal or Lefty polypeptide for administration to cells in 
vitro, to cells ex vivo and to cells in vivo, or to a multicellular organism. In certain 
particularly preferred embodiments of the invention, the compositions comprise a 
Nodal or Lefty polynucleotide for expression of a Nodal or Lefty polypeptide in 

20 a host organism for treatment of disease. Particularly preferred in this regard is 
expression in a human patient for treatment of a dysfunction associated with 
aberrant endogenous activity of Nodal or Lefty, 

The present invention also provides a screening method for identifying 
compounds capable of enhancing or inhibiting a biological activities of the Nodal 

25 and Lefty polypeptides, which involves contacting a receptor which is enhanced 
by the Nodal or Lefty polypeptides with the candidate compound in the 
presence of a Nodal or Lefty polypeptide, assaying receptor activation in the 
presence of the candidate compound and of Nodal or Lefty polypeptide, and 
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comparing the receptor activity to a standard level of activity, the standard being 
assayed when contact is made between the receptor and in the presence of the 
Nodal or Lefty polypeptide and the absence of the candidate compound In this 
assay, an increase in receptor activation over the standard indicates that the 

5 candidate compound is an agonist of Nodal or Lefty activity and a decrease in 
receptor activation compared to the standard indicates that the compound is an 
antagonist of Nodal or Lefty activity. 

In another embodiment, a screening assay for agonists and antagonists is 
provided which involves determining the effect a candidate compound has on 

10 Nodal or Lefty binding to a receptor. In particular, the method involves 
contacting the receptor with a Nodal or Lefty polypeptide and a candidate 
compound and determining whether Nodal or Lefty polypeptide binding to the 
receptor is increased or decreased due to the presence of the candidate compound. 
In this assay, an increase in binding of Nodal or Lefty over the standard binding 

15 indicates that the candidate compound is an agonist of Nodal or Lefty binding 
activity and a decrease in Nodal or Lefty binding compared to the standard 
indicates that the compound is an antagonist of Nodal or Lefty binding activity. 

It has been discovered that, by detection in the HGS EST database. Nodal 
is expressed not only in neutrophils, but also in testes. In addition, it has been 

20 discovered that, by detection in the HGS EST database, Lefty is expressed not 
only in uterine cancer, but also in colon cancer, apoptotic T-cells, fetal heart, 
Wilm's Tumor tissue, frontal lobe of the brain from a patient with dementia, 
neutrophils, salivary gland, small intestine, 7, 8, and 12 week old human embryos, 
frontal cortex and hypothalamus from a patient with schizophrenia, brain from a 

25 patient with Alzheimer's Disease, adipose tissue, brown fat, TNF- and 
LPS-induced and uninduced bone marrow stroma, activated monocytes and 
macrophages, rhabdomyosarcoma, cycloheximide-treated Raji cells, breast lymph 
nodes, hemangiopericytoma, testes, fetal epithelium (skin), and IL-5-induced 
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eosinophils. Therefore, nucleic acids of the invention are useful as hybridization 
probes for differential identification of the tissue(s) or cell type(s) present in a 
biological sample. Similarly, polypeptides and antibodies directed to those 
polypeptides are useful to provide immunological probes for differential 
5 identification of the tissue(s) or cell type(s). In addition, for a number of 
disorders of the above tissues or cells, particularly with regard to the regulation of 
cell growth and differentiation, significantly higher or lower levels of Nodal or 
Lefty gene expression may be detected in certain tissues (e.g., cancerous and 
wounded tissues) or bodily fluids (e.g., serum, plasma, urine, synovial fluid or 

10 spinal fluid) taken from an individual having such a disorder, relative to a 
"standard" Nodal or Lefty gene expression level, i.e., the Nodal and Lefty 
expression levels in healthy tissue from an individual not having the cell growth 
and differentiation disorder. Thus, the invention provides a diagnostic method 
useful during diagnosis of such a disorder, which involves: (a) assaying Nodal and 

15 Lefty gene expression level in cells or body fluid of an individual; (b) comparing 
the Nodal and Lefty gene expression levels with standard Nodal and Lefty gene 
expression levels, whereby an increase or decrease in the assayed Nodal and Lefty 
gene expression level compared to the standard expression level is indicative of 
disorder in the regulation of cell growlh and differentiation. 

20 An additional embodiment of the invention is related to a method for 

treating an individual in need of an increased level of Nodal or Lefty activity in 
the body comprising administering to such an individual a composition 
comprising a therapeutically effective amount of an isolated Nodal or Lefty 
polypeptide of the invention or an agonist thereof 

25 A still further embodiment of the invention is related to a method for 

treating an individual in need of a decreased level of Nodal or Lefty activity in the 
body comprising, administering to such an individual a composition comprising a 
therapeutically effective amount of a Nodal or Lefty antagonist. Preferred 
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antagonists for use in the present invention are Nodal- or Lefty-specific 
antibodies. 

Brief Description of the Figures 

Figures lA and IB show the nucleotide sequence (SEQ ID N0:1) and 

5 deduced amino acid sequence (SEQ ID N0:2) of the human Nodal homolpgue of 
the present invention. 

The predicted TGF-p consensus cleavage sequences (arginine-X-X- 
arginine (RXXR); v^here X is any amino acid) of the human Nodal homologue is 
double underlined in Figures lA and IB. The TGF-p consensus cleavage 

10 sequence appears once in the amino acid sequence of Nodal. Cleavage of the 
precursor form of human Nodal is predicted to occur immediately after the 
C-terminal arginine in the abovementioned consensus sequence in the amino acid 
sequence of Nodal. 

Potential asparagine-linked glycosylation sites are marked in Figures lA 

15 and IB with a bolded asparagine symbol (N) in the Nodal amino acid sequence 
and a bolded pound sign (#) above the first nucleotide encoding that asparagine 
residue in the Nodal nucleotide sequence. Potential N-linked glycosylation 
sequences are found at the following locations in the Nodal amino acid sequence: 
N-8 through F-11 (N-S, W-9, T-10, F-11) and N-135 through Q-138 (N-135, 

20 L-136, S-137, Q-138). A potential Protein Kinase C (PKC) phosphorylation site 
is also marked in Figures 1 A and IB with a bolded serine symbol (S) in the Nodal 
amino acid sequence and an asterisk (*) above the first nucleotide encoding that 
serine residue in the Nodal nucleotide sequence. The potential PKC 
phosphorylation sequence is found in the Nodal amino acid sequence from 

25 residue S-155 through residue R-157 (S-I55, W-156, R-157). Potential Casein 
Kinase II (CK2) phosphorylation sites are also marked in Figures lA and IB 
with a bolded serine symbol (S) in the Nodal amino acid sequence and an asterisk 
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(*) above the first nucleotide encoding the appropriate serine residue in the Nodal 
nucleotide sequence. Potential CK2 phosphorylation sequences cire found at the 
following locations in the Nodal amino acid sequence: S-I9 through E-22 (S-19, 
Q-20, Q-21, E-22); S-35 through D-38 (S-35, P-36, V-37, D-38); and S-63 

5 through E-66 (S-63, C-64, L-65, E-66). A potential myristylation site is found in 
the Nodal amino acid sequence in Figures lA and IB from residue G-6 through 
F-11 (G-6, Q-7, N-8, W-9, T-10, F-11). A potential amidation site is found in 
the Nodal amino acid sequence in Figures 1 A and IB from residue W-167 through 
R-170 (W-167, G-168, K-169, R-170). A TGF-beta family signature is found in 

10 the Nodal amino acid sequence in Figures 1 A and IB from residue 1-201 through 
C-216 (1-201, 1-202, Y-203, P-204, K-205, Q-206, Y-207, N-208, A-209, Y-210, 
R-211, C-212, E-213, G-214, E-2 15, C-216). This sequence is denoted in Figures 
lA and IB with a dotted underline shown under the amino acid sequence from 
residue 1-201 through C-216. 

15 Figures 2 A and 2B show the nucleotide sequence (SEQ ID N0:3) and 

deduced amino acid sequence (SEQ ID N0;4) of the Lefty homologue of the 
present invention. 

The predicted leader cleavage sequence of the human Lefty homologue of 
about 18 amino acids is underlined in Figure 2A. Note that the methionine 
20 residue at the beginning of the leader sequence in Figure 2A is shown in position 
number (positive or "-H") 1, whereas the leader positions in the corresponding 
sequence of SEQ ID NO:2 are designated with negative position numbers. Thus, 
the leader sequence positions 1 to 18 in Figure 2A correspond to positions -18 to 
-1 inSEQIDN0:2. 

25 The predicted consensus sequences (arginine-X-X-arginine (RXXR); 

where X is any amino acid) of the human Lefty homologue is double underlined in 
Figures 2 A and 2B. The TGF-p consensus cleavage sequence appears three times 
in the amino acid sequence of Lefty, Cleavage of the precursor forms of human 
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Lefty is predicted to occur immediately after the C-terminal arginine in the 
abovementioned consensus sequence in the amino acid sequence of Lefty. 

A potential asparagine-linked glycosylation site is marked in Figures 2A 
and 2B with a bolded asparagine symbol (N) in the Nodal amino acid sequence 
5 and a bolded pound sign (#) above the first nucleotide encoding that asparagine 
residue in the Lefty nucleotide sequence. The potential N-linked glycosylation 
sequence is found in the Lefty amino acid sequence from residue N-158 through 
S-161 (N-158, R-159, T-160, S-161). A potential cAMP- and cGMP-dependent 
protein kinase (CPK) phosphorylation site is marked in Figures 2A and 2B with 

10 a bolded serine symbol (S) in the Lefty amino acid sequence and an asterisk (*) 
above the first nucleotide encoding that serine residue in the Lefty nucleotide 
sequence. The potential CPK phosphorylation sequence is found in the Lefty 
amino acid sequence from residue K-76 through residue S-79 (K-76, R-77, F-78, 
S-79). Several potential Protein Kinase C (PKC) phosphorylation sites are also 

15 marked in Figures 2A and 2B with a bolded serine or threonine symbol (S or T) 
in the Lefty amino acid sequence and an asterisk (*) above the first nucleotide 
encoding that serine or threonine residue in the Lefty nucleotide sequence. The 
potential PKC phosphorylation sequences are found in the Lefty amino acid 
sequence from residue S-81 through residue R-83 (S-81, F-82, R-83); S-137 

20 through R-139 (S-137, P-138, R-139); S-140 through R-142 (S-140, A-141, 
R-142); S-157 through R-159 (S-157, N-158, R-159); T-296 through R-298 
(T-296, C-297, R-298); and S-329 through K-331 (S-329, 1-330, K-331). 
Potential Casein Kinase II (CK2) phosphorylation sites are also marked in 
Figures 2A and 2B with a bolded serine symbol (S) in the Nodal amino acid 

25 sequence and an asterisk (*) above the first nucleotide encoding the appropriate 
serine residue in the Lefty nucleotide sequence. Potential CK2 phosphorylation 
sequences are found at the following locations in the Lefty amino acid sequence: 
S-68 through D-71 (S-68, H-69, G-70, D-7I); S-81 through E-84 (S-81, F-82, 
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R-83, E-84); S-16] through D-164 (S-161, L-162, 1-163, D-164); S-169 through 
E-172 (S-169, V-170, H-171, E-172); S-3 19 through D-322 (S-319, E-320, T-321, 
D-322); and S-329 through E-332 (S-329, 1-330, K-331, E-332). Several potential 
myristylation sites are found in the Lefty amino acid sequence in Figures 2A and 
5 2B at the following locations: from residue G-19 through G-24 (G-19, A-20, 
A-21, L-22, T-23, G-24); G-156 through S-161 (G-156, S-157, N-158, R-159, 
T-160, S-161); G-225 through L-230 (G-225, A-226, P-227, A-228, G-229, 
L-230); G-260 through G-265 (G-260, T-261, R.262, C-263, C-264, R-265); and 
G-274 through G-279 (G-274, M-275, K-276, W-277, A-278, E-279). A 

10 potential amidation site is found in the Lefty amino acid sequence in Figures 2 A 
and 2B from residue R-74 through R-77 (R-74, G-75, K-76, R-77). A TGF-beta 
family signature is found in the Lefty amino acid sequence in Figures 2A and 2B 
from residue V-282 through C-297 (V-282, L-283, E-284, P-285, P-286, G-287, 
F-288, L-289, A-290, Y-291, E-292, C-293, V-294, G-295, T-296, C-297). This 

15 sequence is denoted in Figures 2 A and 28 with a dotted underline shown under 
the amino acid sequence from residue 1-282 through C-297. 

Figures 3 and 4 show the regions of identity between the amino acid 
sequences of the Nodal and Lefty proteins and translation product of the murine 
mRNAs for Nodal and Lefty, respectively, (SEQ ID N0:5 and SEQ ID N0:6, 

20 respectively), determined by the computer program Bestfit (Wisconsin Sequence 
Analysis Package, Version 8 for Unix, Genetics Computer Group, University 
Research Park, 575 Science Drive, Madison, WI 53711) using the default 
parameters. 

Figures 5 and 6 show computer analyses of the Nodal and Lefty amino 
25 acid sequences depicted in Figures lA and IB (SEQ ID N0:2) and 2A and 2B 
(SEQ ID N0:4), respectively. Alpha, beta, turn and coil regions; hydrophilicity 
and hydrophobicity; amphipathic regions; flexible regions; antigenic index and 
surface probability, as predicted using the default parameters of the recited 
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programs, are shown. In the "Antigenic Index or Jameson-Wolf , graph, the 
positive peaks indicate locations of the highly antigenic regions of the Nodal and 
Lefty proteins, i.e., regions from which epitope-bearing peptides of the invention 
can be obtained. Non-limiting examples of antigenic polypeptides or peptides 
5 that can be used to generate Nodal-specific antibodies include: a polypeptide 
comprising amino acid residues from about Lys-54 to about Asp-62, from about 
Val-91 to about Leu-99, from about Lys-100 to about Gln-108, from about 
Cys-116 to about Pro-124, from about Gln-140 to about Leu-148, from about 
Trp-156 to about Ser-164, from about Arg-170, to about Gln-181, from about 

10 . Cys-212 to about Phe-224, from, about Tyr-239, to about Thr-247, from about 
Pro-251, to about Met-259, and from about Asp-263, to about His-271. 
Non-limiting examples of antigenic polypeptides or peptides that can be used to 
generate Lefty-specific antibodies include: a polypeptide comprising amino acid 
. residues from about Asp-7I to about Ser-79, from about Arg-106 to about 

15 Val-114, from about Leu-136 to about Arg-144, from about Asp-154 to about 
Asp-164, from about His-171 to about Asp-179, from about Gln-189 to about 
Leu- 197, from about Pro-227 to about Glu-236, from about Gly-246 to about 
Glu-254, from about Pro-256 to about Gln-266, from about Cys-297 to about 
Ala-305, from about Ile-317 to about Pro-325, from about Ile-330 to about 

20 Val-340, and from about Val-348 to about Pro-366. 

The data presented in Figures 5 and 6 are also represented in tabular form 
in Tables I and II, respectively. The columns are labeled with the headings "Res", 
"Position", and Roman Numerals I-XIV. The column headings refer to the 
following features of the amino acid sequence presented in Figures 5 and 6, and 

25 Tables I and II, respectively: "Res": amino acid residue of SEQ ID N0:2 or 
Figures 2 A and 2B (which is the identical sequence shown in SEQ ID N0:4, with 
the exception that the residues are numbered 1-366 in Figures 2A and 2B and -18 
through 348 in SEQ ID N0:4); "Position": position of the corresponding residue 
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within SEQ ID N0:2 or Figures 2A and 2B (which is the identical sequence 
shown in SEQ ID N0:4, with the exception that the residues are numbered 1-366 
in Figures 2A and 2B and -18 through 348 in SEQ ID N0:4); I: Alpha, Regions - 
Garnier-Robson; II: Alpha, Regions - Chou-Fasman; III: Beta, Regions - Garnier- 
5 Robson; IV: Beta, Regions - Chou-Fasman; V: Turn, Regions - Garnier-Robson; 
VI: Turn, Regions - Chou-Fasman; VII: Coil, Regions - Garnier-Robson; VIII: 
Hydrophilicity Plot - Kyte-Doolittle; IX: Hydrophobicity Plot - Hopp- Woods; 
X: Alpha, Amphipathic Regions - Eisenberg; XI: Beta, Amphipathic Regions - 
Eisenberg; XII: Flexible Regions - Karplus-Schulz; XIII: Antigenic Index - 
10 Jameson- Wolf; and XIV: Surface Probability Plot - Emini. 

Detailed Description 

The present invention provides isolated nucleic acid molecules comprising 
polynucleotides encoding a Nodal or Lefty polypeptide having the amino acid 

15 sequences shown in SEQ ID N0:2 and SEQ ID N0:4, respectively, which were 
determined by sequencing cloned cDNAs. The nucleotide sequences shown in 
Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, respectively) 
were obtained by sequencing the HNGEF08 and HUKEJ46 clones, which were 
deposited on June 5, 1997 at the American Type Culture Collection, 10801 

20 University Boulevard, Manassas, Virginia 20110-2209, and given accession 
numbers ATCC 209092 and 209135, and 209091, respectively. The deposited 
clones are contained in the pBluescript SK(-) plasmid (Stratagene, La JoUa, CA). 

The Nodal and Lefty proteins of the present invention share sequence 
homology with the translation products of the murine mRNAs for Nodal and 

25 Lefty (Figures 3 and 4). Murine Nodal is thought to be an important TGF-p 
superfamily member involved in mesoderm formation during gastrulation (Zhou, 
X., et ai, Nature 361:543-547 (1993)). During gastrulation, the three germ layers 
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of the embryo are formed and organized along the anterior-posterior body axis. In 
addition, ectodermal cells of the primitive streak differentiate into the mesoderm. 
Murine Nodal was identified in mice which were homozygously mutated in the 
Nodal gene. A mutation in Nodal is prenatally lethal presumably due to the 

5 resulting gross developmental abnormalities. 

Murine Lefty is involved in the developmental processes which establish 
lateral symmetry or handedness of the maturing embryonic organism (Meno, C, 
et al, Nature 381:151-155 (1996)). Lefty is believed to be a difflisable, 
morphogen, the expression of which may result in the initiation of determination 

10 of symmetrical development in the mouse embryo. Lefty is transiently expressed 
in the left half of the gastrulating embryo just before the initiation of lateral 
symmetry. 

r- 

Nucleic Acid Molecules 

Unless otherwise indicated, all nucleotide sequences determined by 
15 sequencing a DNA molecule herein were determined using an automated DNA 
sequencer (such as the Model 373 from Applied Biosystems, Inc., Foster City, 
CA), and all amino acid sequences of polypeptides encoded by DNA molecules 
determined herein were predicted by translation of a DNA sequence determined 
as above. Therefore, as is known in the art for £iny DNA sequence determined by 
20 this automated approach, any nucleotide sequence determined herein may contain 
some errors. Nucleotide sequences determined by automation are typically at 
least about 90% identical, more typically at least about 95% to at least about 
99.9% identical to the actual nucleotide sequence of the sequenced DNA 
molecule. The actual sequence can be more precisely determined by other 
25 approaches including manual DNA sequencing methods well known in the art. 
As is also known in the art, a single insertion or deletion in a determined 
nucleotide sequence compared to the actual sequence will cause a frame shift in 
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translation of the nucleotide sequence such that the predicted amino acid sequence 
encoded by a determined nucleotide sequence will be completely different from 
the amino acid sequence actually encoded by the sequenced DNA molecule, 
beginning at the point of such an insertion or deletion. 
5 By "nucleotide sequence" of a nucleic acid molecule or polynucleotide is 

intended, for a DNA molecule or polynucleotide, a sequence of 
deoxyribonucleotides, and for an RNA molecule or polynucleotide, the 
corresponding sequence of ribonucleotides (A, G, C and U), where each 
thymidine deoxyribonucleotide (T) in the specified deoxyribonucleotide sequence 

10 is replaced by the ribonucleotide uridine (U), 

Using the information provided herein, such as the nucleotide sequences in 
Figures lA and B and.2A and B (SEQ ID N0:1 and SEQ ID N0:3, respectively), 
nucleic acid molecules of the present invention encoding a Nodal and Lefty 
polypeptide may be obtained using standard cloning and screening procedures, 

15 such as those for cloning cDNAs using mRNA as starting material Illustrative of 
the invention, the nucleic acid molecules described in Figures 1 A and B and 2 A 
and B (SEQ ID NO: 1 and SEQ ID N0:3, respectively) were discovered in cDNA 
libraries derived from neutrophils and uterine cancer, respectively. An additional 
clone of the Nodal gene was found in testis tissue. Additional clones of the Lefty 

20 gene were also identified in cDNA libraries from the following cell and tissue 
types: colon cancer, apoptotic T-cells, fetal heart, Wilm's Tumor tissue, frontal 
lobe of the brain from a patient with dementia, neutrophils, salivary gland, small 
intestine, 7, 8, and 12 week old human embryos, frontal cortex and hypothalamus 
from a patient with schizophrenia, brain from a patient with Alzheimer's Disease, 

25 adipose tissue, brown fat, TN¥- and LPS-induced and uninduced bone marrow 
stroma, activated monocytes and macrophages, rhabdomyosarcoma, 
cycloheximide-treated Raji cells, breast lymph nodes, hemangiopericytoma, 
testes, fetal epithelium (skin), and IL-5-induced eosinophils. 
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Each of the determined nucleotide sequences of the Nodal and Lefty 
cDNAs shown in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID 
N0:3, respectively) contains an open reading frame. The open reading frame 
found in Figures lA-B encodes a protein of 283 amino acid residues, with an 
5 initiating aspartic acid codon at nucleotide positions 1-3 of the nucleotide 
sequence in Figure 1 A (SEQ ID N0:1), and a deduced molecular weight of about 
32.5 kDa. The open reading frame found in Figures 2A-B encodes a protein of 
366 amino acid residues, with an initiating methionine codon at nucleotide 
positions 53-55 of the nucleotide sequence in Figure 2A (SEQ ID N0:3), and a 
10 deduced molecular weight of about 40.9 kDa. The amino acid sequence of the 
Nodal and Lefty proteins shown in SEQ ID N0:2 and SEQ ID N0:4, 
respectively, is about 80.9% and 82.0% identical to the murine mRNAs for Nodal 
and Lefty, respectively (Figures 3 and 4). The murine Nodal and Lefty genes 

have been described previously in the literature (Zhou, X., et aL, Nature 
15 361:543-547 (1993); Bouillet, P., et aL, Dev. Biol. 170:420-433 (1995); Meno, 
C, et aL, Nature 381:151-155 (1996)) and can be accessed on GenBank as 
Accession Nos. X70514 and Z73151, respectively. 

The open reading frame of the Nodal gene shares sequence homology with 
the translation product of the murine mRNA for Nodal; Figure 3; SEQ ID N0:3), 
20 particularly in the conserved active domain of about 1 1 0 amino acids. The open 
reading frame of the Lefty gene shares sequence homology with the translation 
product of the murine mRNA for Lefty; Figure 4; SEQ ID N0:4), particularly in 
the conserved active domain of about 288 amino acids. Murine Nodal is thought 
to be important in correct mesoderm formation in the developing mouse embryo. 
25 Murine Lefty is thought to be important in the initiation of lateral a symmetry in 
the developing mouse embryo. The homologies between the murine Nodal and 
Lefty mRNAs and the novel human homologues of Nodal and Lefty indicate that 
the novel human homologues of Nodal and Lefty are involved in developmental 
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roles as well as in the regulation of cell growth and differentiation. Further, it is 
likely that aberrant expression of Nodal and Lefty is a characteristic of cancer. 

As members of the TGF-p superfamily, the novel human genes of the 
instant application also function in the regulation of immune and hematopoietic 
5 cell growth and differentiation. 

As one of ordinary skill would appreciate, due to the possibilities of 
sequencing errors discussed above, . the actual complete Nodal and Lefty 
polypeptides encoded by the deposited cDNAs, which comprise about 283 and 
348 amino acids, respectively, may be somewhat longer or shorter. More 

10 generally, the actual open reading frame may be anywhere in the range of ±20 
amino acids, more likely in the range of ±10 amino acids, of that predicted from 
either the codon at the N-terminus shown' in Figures lA and B and 2 A and B 
(SEQ ID N0:1 and SEQ ID N0:3, respectively). It will further be appreciated 
that, depending on the analytical criteria used for identifying various functional 

15 domains, the exact "address" of the active domains of the Nodal and Lefty 
polypeptides may differ slightly from the predicted positions above. 

Methods for predicting whether a protein has a secretory leader as well as 
the cleavage point for that leader sequence are known in the art and may routinely 
be applied to identify the leader sequence of the polynucleotides of the invention. 

20 For instance, the. method of McGeoch (Virus Res. 3:271-286 (1985)) uses the 
information from a short N-terminal charged region and a subsequent uncharged 
region of the complete (uncleaved) protein. The method of von Heinje (Nucleic 
Acids Res. 14:4683-4690 (1986)) uses the information from the residues 
surrounding the cleavage site, typically residues -13 to +2 where +1 indicates the 

25 amino terminus of the mature protein. The accuracy of predicting the cleavage 
points of known mammalian secretory proteins for each of these methods is in 
the range of 75-80% (von Heinje, supra). However, the two methods do not 
always produce the same predicted cleavage point(s) for a given protein. 
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In the present case, the deduced amino acid sequences of the complete 
Nodal and Lefty polypeptides were analyzed by a computer program "PSORT", 
available from Dr. Kenta Nakai of the Institute for Chemical Research, Kyoto 
University (Nakai, K. and Kanehisa, M. Genomics 14:897-91 1 (1992)), which is 
5 an expert system for predicting the cellular location of a protein based on the 
amino acid sequence. As part of this computational prediction of localization, the 
methods of McGeoch and von Heinje are incorporated. 

In one embodiment, the computation analysis above predicted a single 
N-terminal signal sequence within the complete amino, acid sequence shown in 

10 SEQ ID NO:4. Thus, the amino acid sequence of the complete Lefty protein 
includes a leader sequence and a mature protein, as shown in Figures 2A and 2B 
and SEQ ID. N0:4. The amino acid sequence of the complete Nodal protein 
predicts a leader sequence and a mature protein, by comparison to the full-length 
murine Nodal ORE as shown in Figure 3. 

15 The present invention provides nucleic acid molecules encoding a mature 

form of the Lefty protein. According to the signal hypothesis, once export of the 
growing protein chain across the rough endoplasmic reticulum has been initiated, 
proteins secreted by mammalian cells have a signal or secretory leader sequence 
which is cleaved from the complete polypeptide to produce a secreted "mature" 

20 form of the protein. Most mammalian cells and even insect cells cleave secreted 
proteins wuh the same specificity. However, in some cases, cleavage of a 
secreted protein is not entirely uniform, which results in two or more mature 
species of the protein. Further, it has long been known that the cleavage 
specificity of a secreted protein is ultimately determined by the primary structure 

25 of the complete protein, that is, it is inherent in the amino acid sequence of the 
polypeptide. Therefore, the present invention provides a nucleotide sequence 
encoding the mature Lefty polypeptide having the amino acid sequence encoded 
by the cDNA clone contained in the host identified as ATCC Deposit No. 
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; 

209091. By the "mature Lefty polypeptide having the amino acid sequence 
encoded by the cDNA clone in ATCC Deposit No. 209091 " is meant the mature 
form(s) of the Lefty protein produced by expression in a mammalian cell (e.g., 
COS cells, as described below) of the complete open reading frame encoded by 
5 the human DNA sequence of the clone contained in the vector in the deposited 
host. 

Nucleic acid molecules of the present invention may be in the form of 
RNA, such as mRNA, or in the form of DNA, including, for instance, cDNA and 
genomic DNA obtained by cloning or produced synthetically. The DNA may be 

10 double-stranded or single-stranded. Single-stranded DNA or RNA may be the 
coding strand, also known as the sense strand, or it may be the non-coding strand, 
also referred to as the anti-sense strand or complementary strand. 

In specific embodiments, the polynucleotides of the invention are less 
than 300 kb, 200 kb, 100 kb, 50 kb, 15 kb, 10 kb or 7.5 kb in length. In a further 

15 embodiment, polynucleotides of the invention comprise at least 15 contiguous 
nucleotides of Human Nodal or Human Lefty coding sequence, but do not 
comprise all or a portion of any Human Nodal or Human Lefty intron. In another 
embodiment, the nucleic acid comprising Human Nodal or Human Lefty coding 
sequence does not contain coding sequences of a genomic flanking gene (i.e., 5' or 

20 3' to the Human Nodal or Human Lefty coding sequences in the genome). 

By "isolated" nucleic acid molecule(s) is intended a nucleic acid molecule, 
DNA or RNA, which has been removed from its native environment For 
example, recombinant DNA molecules contained in a vector are considered 
isolated for the purposes of the present invention. Further examples of isolated 

25 DNA molecules include recombinant DNA molecules maintained in heterologous 
host cells or purified (partially or substantially) DNA molecules in solution. 
However, a nucleic acid contained in a clone that is a member of a library (e.g., a 
genomic or cDNA library) that has not been isolated from other members of the 
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library (e.g., in the form of a homogeneous solution containing the clone and other 
members of the library) or which is contained on a chromosome preparation (e.g., 
a chromosome spread), is not "isolated" for the purposes of this invention. 
Isolated RNA molecules include in vivo or in vitro RNA transcripts of the DN A 
5 molecules of the present invention. Isolated nucleic acid molecules according to 
the present invention further include such molecules produced synthetically. 

Isolated nucleic acid molecules of the present invention include DNA 
molecules comprising an open reading frame (ORF) with an initiating codon at 
positions 1-3 of the nucleotide sequence shown in Figure 1 A (SEQ ID N0:1) and 
10 DNA molecules comprising an open reading frame (ORF) with an initiation codon 
at positions 53-55 of the nucleotide sequence shown in Figure 2A (SEQ ID 
NO:3). 

Also included are DNA molecules comprising the coding sequence for the 
predicted mature Lefty protein shown at positions 1-366 of SEQ ID N0:4. 

15 In addition, isolated nucleic acid molecules of the invention include DNA 

molecules which comprise a sequence substantially different from those described 
above, but, which, due to the degeneracy of the genetic code, still encode the 
Nodal or Lefty proteins. Of course, the genetic code and species-specific codon 
preferences are well known in the art. Thus, it would be routine for one skilled in 

20 the art to generate the degenerate variants described above, for instance, to 
optimize codon expression for a particular host (e.g., change codons in the human 
mRNA to those preferred by a bacterial host such as E. coli). 

In another embodiment, the invention provides isolated nucleic acid 
molecules encoding the Nodal and Lefty polypeptides . having amino acid 

25 sequences encoded by the cDNA clones contained in the plasmid deposited as 
ATCC Deposit Nos. 209092 and 209091 on June 5, 1997 and the plasmid 
deposited as ATCC Deposit No. 209135 on July 2, 1997. 
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Preferably, these nucleic acid molecules will encode the mature 
polypeptides encoded by the above-described deposited cDNA clones. 

The invention further provides an isolated nucleic acid molecule having the 
nucleotide sequence shown in Figures lA-B (SEQ ID N0:1) and an isolated 
5 nucleic acid molecule having the nucleotide sequence shown in Figures 2A-B 
(SEQ ID N0:3) or the nucleotide sequences of the Nodal and Lefty cDNAs 
contained in the above-described deposited clones, or a nucleic acid molecule 
having a sequence complementary to one of the above sequences. Such isolated 
molecules, particularly DNA molecules, are useful as probes for gene mapping, 
10 by in situ hybridization with chromosomes, and for detecting expression of the 
Nodal and Lefty genes in human tissue, for instance, by Northern blot analysis. 

The present invention is further directed to nucleic acid molecules 
encoding portions of the nucleotide sequences described herein as well as to 
fragments of the isolated nucleic acid molecules described herein. In particular, 
15 the invention provides a polynucleotide having a nucleotide sequence representing 
the portion of SEQ ID N0:1 which consists of positions 1-852 of SEQ ID N0:1 
and a polynucleotide having a nucleotide sequence representing the portion of 
SEQ ID N0:3 which consists of positions 1-1153 of SEQ ID N0:3. By a 
fragment of an isolated nucleic acid molecule having the nucleotide sequence of the 
20 deposited cDNAs (HTLFA20, HNGEF08, and HUKEJ46), or the nucleotide 
sequence shown in Figures lA and B (SEQ ID N0:1), Figures 2A and B (SEQ ID 
N0:3), or the complementary strand thereto, is intended fragments at least 15 nt, 
and more preferably at least 20 nt, still more preferably at least 25 or 30 nt, and 
even more preferably, at least 40, 50, 60, 70, 8.0, 90, 100, 150, 200, 250, 300, 
25 400, or 500 nt in length. These fragments have numerous uses which include, but 
are not limited to, diagnostic probes and primers as discussed herein. Of course, 
larger fragments 50-1500 nt in length are also useful according to the present 
invention as are fragments corresponding to most, if not all, of the nucleotide 
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sequence of the deposited cDNA clone HTLFA20, the deposited cDNA clone 
HNGEF08, the deposited cDNA clone HUKEJ46, the nucleotide sequence 
depicted in Figures lA and B (SEQ ID N0:1), or the nucleotide sequence 
depicted in Figures 2A and B (SEQ ID N0:4). By a fragment at least 20 nt in 
5 length, for example, is intended fragments which include 20 or more contiguous 
bases from the nucleotide sequence of the deposited cDNA clones (HTLFA20, 
HNGEF08, and HUKEJ46), the nucleotide sequence as shown in Figures I A and 
B (SEQ ID N0:1) or the nucleotide sequence as shown in Figures 2A and B (SEQ 
ID N0:4). 

10 In a preferred embodiment, the HUKEJ46 cDNA clone in ATCC Deposit 

No. 209091, which encodes the Human Lefty Homologue of the present 
invention, contains acDNA insert which is represented by nucleotides 1-1596 of 
the sequence shown in Figures 2 A and 2B. 

In addition, the invention provides nucleic acid molecules having 

15 nucleotide sequences related to extensive portions of SEQ ID N0:3 which have 
been determined from the following related cDNA clones: HUKFN65R (SEQ ID 
N0:7) and HUKEJ46R (SEQ ID N0:8). 

Further, the invention includes a polynucleotide comprising any portion 
of at least about 30 nucleotides, preferably at least about 50 nucleotides, of SEQ 

20 ID N0:1 from nucleotide 1-1130. More preferably, the invention includes a 
polynucleotide comprising nucleotides 250-1130, 500-1130, 750-1130, 
1000-1130, 1-1000, 250-1000, 500-1000, 750-1000, 1-750, 250-750, 500-750, 
1-500, 250-500, and 1-250 of SEQ ID N0:1. Likewise, the invention includes a 
polynucleotide comprising any portion of at least about 30 nucleotides, 

25 preferably at least about 50 nucleotides, of SEQ ID N0:3 from residue 1 to 950 
and 1150 to 1688. More preferably, the invention includes a polynucleotide 
comprising nucleotides 250-1688, 500-1688, 750-1688, 1000-1688, 1250-1688, 
1500-1688, 1-1500, 250-1500, 500-1500, 750-1500, 1000-1500, 1250-1500, 
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1-1250, 250-1250, 500-1250, 750-1250, 1000-1250, 1-1000, 250-1000, 
500-1000, 750-1000, 1-750, 250-750, 500-750, 1-500, and 250-500 of SEQ ID 
N0:3. 

Further specific embodiments are directed to polynucleotides 
5 corresponding to nucleotides 1-125, 1-90, 1-60, 1-30, 30-125, 30-90, 30-60, 
60-125, 60-90, 90-125, 310-930, 350-930, 400-930, 450-930, 500-930, 550-930, 
600-930, 650-930, 700-930, 750-930, 800-930, 850-930, 900-930, 310-900, 
350-900, 400-900, 450-900, 500-900, 550-900, 600-900, 650-900, 700-900, 
750-900, 800-900, 850-900, 310-850, 350-850, 400-850, 450-850, 500-850, 
10 550-850, 600-850, 650-850, 700-850, 750-850, 800-850, 310-800, 350-800, 
400-800, 450-800, 500-800, 550-800, 600-800, 650-800, 700-800, 750-800, 
310-750, 350-750, 400-750, 450-750, 500-750, 550-750, 600-750, 650-750, 
700-750, 310-700, 350-700, 400-700, 450-700, 500-700, 550-700, 600-700, 
650-700, 310-650, 350-650, 400-650, 450-650, 500-650, 550-650, 600-650, 
15 310-600, 350-600, 400-600, 450-600, 500-600, 550-600, 310-500, 350-500, 
400-500, 450-500, 310-450, 350-450, 400-450, 310-400, 350,-400, 310-350, 



1050-1596, 


1100-1596, 


1150-1596, 


1200-1596, 


1250-1596, 


1300-1596, 


1350-1596, 


1400-1596, 


1450-1596, 


1500-1596, 


1550-1596, 


1050-1550, 


1100-1550, 


1150-1550, 


1200-1550, 


1250-1550, 


1300-1550, 


1350-1550, 


20 1400-1550, 


1450-1550, 


1500-1550, 


1050-1500, 


1100-1500, 


1150-1500, 


1200-1500, 


1250-1500, 


1300-1500, 


1350-1500, 


1400-1500, 


1450-1500, 


1050-1450, 


1100-1450, 


1150-1450, 


1200-1450, 


1250-1450, 


1300-1450, 


1350-1450, 


1400-1450, 


1050-1400, 


1100-1400, 


1150-1400, 


1200-1400, 


1250-1400, 


1300-1400, 


1350-1400, 


1050-1350, 


1100-1350, 


1150-1350, 


25 1200-1350, 


1250-1350, 


1300-1350, 


1050-1300, 


1100-1300, 


1150-1300, 


1200-1300, 


1250-1300, 


1050-1250, 


1100-1250, 


1150-1250, 


1200-1250, 



1050-1200, 1100-1200, 1150-1200, 1050-1150, 1100-1150, and 1050-1100 of 
SEQIDN0:3. 
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More generally, by a fragment of an isolated nucleic acid molecule having 
the nucleotide sequence of the deposited cDNAs or the nucleotide sequences 
shown in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, 
respectively) is intended fragments at least about 15 nt, and more preferably at 
5 least about 20 nt, still more preferably at least about 25 nt or about 30 nt, and 
. even more preferably, at least about 40 nt or about 45 nt in length which are 
useful as diagnostic probes and primers as discussed herein. Of course, larger 
fragments 50-300 nt in length are also useful according Jo the present invention as 
are fragments corresponding to most, if not all, of the nucleotide sequence of the 

10 deposited cDNAs or as shown in Figures 1 A and B and 2A and B (SEQ ID NO: 1 
and SEQ ID N0:3, respectively). By a fragment at least 20 nt in length, for 
example, is intended fragments which include 20 or more contiguous bases from 
the nucleotide sequences of the deposited cDNAs or the nucleotide sequences as 
shown in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, 

15 respectively). By "about" in the phrase "at least about" is meant approximately 
and thus may refer to the identical number recited, or alternatively may differ in 
number by several, a few, or, alternatively, 5, 4, 3, 2 or 1 from the recited number. 
Preferred nucleic acid fragments of the present invention include nucleic acid 
molecules encoding epitope-bearing portions of the Nodal and Lefty 

20 polypeptides as identified in Figures 5 and 6 and described in more detail below. 

In specific embodiments, the polynucleotide fragments of the invention 
encode a polypeptide which demonstrates a functional activity. By a 
polypeptide demonstrating "functional activity" is meant, a polypeptide capable 
of displaying one or more known functional activities associated with a complete, 

25 mature or TGF-p-like active forms of the Nodal or Lefty polypeptides. Such 
functional activities include, but are not limited to, biological activity ((e.g., the 
modulation of growth, development, and differentiation of a number of cell, 
tissue, and organ types (e.g., fibroblasts, keratinocytes, T- and B-lymphocytes, 



wo 99/09198 



32 



PCT/US98/172U 



bone, cartilage, and other connective tissues, kidney, lung, and heart)), 
antigenicity [ability to bind (or compete with a Nodal or Lefty polypeptide for 
binding) to an anti-Nodal or anti-Lefty antibody], immunogenicity (ability to 
generate antibody which binds to a Nodal or Lefty polypeptide), the ability to 

5 form polymers (e.g., dimers) with other Nodal or Lefty or TGF-p polypeptides, 
and ability to bind to a receptor or ligand for a Nodal or Lefty polypeptide. 
These functional activities may routinely be determined using or routinely 
modifying techniques known in the art, such as, for example, immunoassays, etc. 
Preferred nucleic acid fragments of the present invention also include 

10 nucleic acid molecules encoding one or more of the following domains of Nodal: 
amino acid residues 174-283 of SEQ ID N0:2 (i.e., the TGF-p-like domain of 
Nodal) and amino acid residues 1-27, 30-58, 64-82, 85-1 10, and 130-283 of SEQ 
ID N0:2. Preferred nucleic acid fragments of the present invention also include 
nucleic acid molecules encoding one or more of the following domains of Lefty: 

15 amino acid residues 1-348 of SEQ ID N0:4 (i.e., the mature domain of Lefty), 
amino acid residues 60-348 of SEQ ID N0:4 (i.e., the first predicted TGF-p-like 
domain of Lefty), amino acid residues 1 18-348 of SEQ ID N0:4 (i.e., the second 
predicted TGF-p-like domain of Lefty), amino acid residues 125-348 of SEQ ID 
N0:4 (i.e., the third predicted TGF-p-like domain of Lefty), and (-15)-(-2), 3-19, 

20 34-51,54-72,75-114, 117-192, 198-209, 21 1-286, 290-302, and 305-348 of SEQ 
ID N0:4. 

In specific embodiments, the polynucleotide fi-agments of the invention 
encode antigenic regions. Non-limiting examples of antigenic polypeptides or 
peptides that can be used to generate Nodal-specific antibodies include: a 
25 polypeptide comprising amino acid residues fi-om about Lys-54 to about Asp-62, 
from about Val-91 to about Leu-99, from about Lys-100 to about Gin- 108, from 
about Cys-116 to about Pro-124, from about Gln-140 to about Leu-148, from 
about Trp-156 to about Ser-164, from about Arg-170, to about Gln-181, from 
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about Cys-212 to about Phe-224, from about Tyr-239, to about Thr-247, from 
about Pro-251, to about Met-259, and from about Asp-263, to about His-271. 
Non-limiting examples of antigenic polypeptides or peptides that can be used to 
generate Lefty-specific antibodies include: a polypeptide comprising amino acid 
5 residues from about Asp-71 to about Ser-79, from about Arg-106 to about 
Val-114, from about Leu- 136 to about Arg-144, from about Asp- 154 to about 
Asp- 164, from about His-171 to about Asp- 179, from about Gin- 189 to about 
Leu-197, from about Pro-227 to about Glu-236, from about Gly-246 to about 
Glu-254, from about Pro-256 to about Gln-266, from about Cys-297 to about 

10 Ala-305, from about Ile-317 to about Pro-325, from about Ile-330 to about 
Val-340, and from about Val-348 to about Pro-366. 

In additional embodiments, the polynucleotide fragments of the invention 
encode functional attributes of Human Nodal or Human Lefty. Preferred 
embodiments of the invention in this regard include fragments that comprise 

15 alpha-helix and alpha-helix forming regions ("alpha-regions"), beta-sheet and 
beta-sheet forming regions ("beta-regions"), turn and turn-forming regions 
("turn-regions"), coil and coil-forming regions ("coil-regions"), hydrophilic 
regions, hydrophobic regions, alpha amphipathic regions, beta amphipathic 
regions, flexible regions, surface-forming regions and high antigenic index regions 

20 of Human Nodal or Human Lefty. 

The data representing the structural or functional attributes of Nodal and 
Lefty set forth in Figures 5 and 6 and/or Tables I and II, as described above, was 
generated using the various modules and algorithms of the DNA*STAR set on 
default parameters. In a preferred embodiment, the data presented in columns 

25 VIII, IX, XIII, and XIV of Tables I and II can be used to determine regions of 
Nodal or Lefty which exhibit a high degree of potential for antigenicity. Regions 
of high antigenicity are determined from the data presented in columns VIII, IX, 
XIII, and/or IV by choosing values which represent regions of the polypeptide 
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which are likely to be exposed on the surface of the polypeptide in an 
environment in which antigen recognition may occur in the process of initiation of 
an immune response. 

Certain preferred regions in these regards are set out in Figures 5 and 6, 

5 but may, as shown in Tables I and II, respectively, be represented or identified 
by using tabular representations of the data presented in Figures 5 and 6. The 
DNA*STAR computer algorithm used to generate Figures 5 and 6 (set on the 
original default parameters) was used to present the data in Figures 5 and 6 in a 
tabular format (See Tables I and II, respectively). The tabular format of the data 

10 in Figure 5 or in Figure 6 may be used to easily determine specific boundaries of a 
preferred region. 

The above-mentioned preferred regions set out in Figures 5 and 6 and in 
Tables I and II include, but are not limited to, regions of the aforementioned types 
identified by analysis of the amino acid sequence set out in Figures 1 A and B and 

15 2 A and B. As set out in Figures 5 and 6 and in Tables I and II, such preferred 
regions include Gamier-Robson alpha-regions, beta-regions, turn-regions, and 
coil-regions, Chou-Fasman alpha-regions, beta-regions, and coil-regions, 
Kyte-Doolittle hydrophilic regions and hydrophobic regions, Eisenberg alpha- 
and beta-amphipathic regions, Karplus-Schulz flexible regions, Emini 

20 surface-forming regions and Jameson-Wolf regions of high antigenic index 
(generated using the amino acid sequences set out in Figures 1 and 2, and using the 
defauh parameters of the recited computer programs). 
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VI 
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1 






B 










-0.36 


0.07 








-0. 10 


0.35 


Val 


2 






B 










-0.31 


-0.36 








0.50 


0.45 


Ala 


3 






B 










0.08 


-0.36 








0.50 


0.35 


Va! 


4 






B 










0.47 


-0.39 






■ 


0.50 


0.37 


Asp 


5 






B 










0.57 


O.OI 






F 


0.05 


0.79 


Gly 


6 
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T 


■ 


0.26 


0.29 






F 


0.65 


0.82 


Gin 


7 












T 


c 


0.41 


0.27 






c 

r . 


U.Dv 


1 .oU 
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8 










T 


T 




0.41 


0.41 






F 


0.35 ' 


0,83 


Trp 


9 






B 






T 




0.57 


0.91 








-0.20 


0,85 


Thr 


10 




-A 


B 










0.57 


1.27 








-0,60 


0.42 


Phe 


) 1 




A 


B 










0.21 


0.87 








-0.60 


0.44 


Ala 


12 




A 


B 










-0.09 


1 .26 








-0.60 


0.36 


Phe 


13 




A 


B 










-0.79 


0.73 








-0.60 


0.34 


Asp 


14 




A 






T 






-1.31 


1.03 








-0.20 


0.34 


Phe 


15 




A 






T 






-1.30 


0.93 








-0.20 


0.27 


Ser 


16 




A 










c 


-0.60 


0,81 








-0.40 


0.43 


Phe 


17 


A 


A 












-0.01 


0.43 








-0.60 


0.44 


Leu 


18 


A 


A 












0.69 


0.83 








-0.60 


0.88 


Ser . 


19 


A 


A 












0.69 


0.04 






F 


0.00 


1. 14 


Gin 


20 


A 


A 












0.58 


-0.34 






F 


0.60 


2,20 


Gin 


21 


A 


A 












0.29 


-0.44 






F 


0.60 


2.20 


Glu 


22 


A 


A 












0.70 


-0.63 






F 


0.90 


1.66 


Asp 


23 
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A 












0.92 


.-0.10 






F 


0.60 


1. 01 


Leu 


24 


A 


A 












1.22 


0.00 








-0.30 


0.59 


Ala 


25 


A 


A 












0.41 


-0.40 








0.30 


0.59 


Tro 


26 
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A 












0.52 


0.29 
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0.29 


Ala 
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A 
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0.29 
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0.69 


Glu 
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0.29 
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0.56 
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-0,29 


0.19 
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Leu 
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0.95 


Leu 


33 




A 
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c 


1.50 


0.23 




♦ 


F 


0.54 


2,24 


Pro 


53 




A 










c 


1. 19 


-0.46 


m 




F 


1.48 


4.31 


Lys 


54 












T 


c 


2.08 


' -0.76 






F 


2.52 


4.58 


Pro 


55 












T 


c 


2.78 


-1.26 






F 


2.86 


4.58 


Asp 


56 










T 


T 




2.22 . 


-1.26 






F 


3.40 


5.12 


Thr 


57 


A 










T 




1.92 


-1.19 






F 


2.66 


2.59 


Glu 


58 


A 














2.13 


-0.80 






F 


2.12 


2.24 


Gin 


59 


A 














1.79 


-1.23 






F 


1.78 


2.24 


Ala 


60 


A 














L33 


-0.84 






F 


1.44 


2.08 


Ser 


61 


A 










T 




0.52 


-0.76 


* 




F 


1.15 


0.64 


Asp 


62 


A 










T 




0.83 


-0.07 






F 


0.85 


0.31 


Ser 


63 


A 










T 




0.94 


-0,47 


* 




F 


0.85 


0.53 


Cys 


64 


A 










T 




0.24 


-0,97 








1. 00 


0.77 


Leu 


65 


A 


A 












0.83 


-0.57 








0,60 


0.40 


Glu 


66 


A 


A 












0.53 


-0.17 








0.30 


0.52 



75 



80 



85 



SUBSTITUTE SHEET (RULE 26) 



wo 99/09198 



Table 



Res Position 


1 


n 


III 


IV 


V 


VI 


Arg 


67 


A 


A 










Phe 


68 


A 


A 










Gin 


69 


A 


A 










Met 


70 


, A 






B 






Asp 


71 


A 






8 






Leu 


72 


A 






B 






Phc 


73 






B 


B 






Thr 


74 






B 


B 






Val 


75 






B 


B 






Thr 


76 






B 


B 






Leu 


77 






B 


B 






Scr 


78 






B 


B 






Gin 


79 






R 


B 






Val 


80 






B 


B 






Thr 


81 






B 


B 






Phe 


82 






B 


B 






Ser 


83 






B 








Leu 


84 






B 








Gly 


85 








Q 






Ser 


86 








B 






Met 


87 






B 


B 






Val 


88 






B 


B 






Leu 


89 






B 


B 






Glu 


90 






B 


B 






Val 


91 






B 


B 






Thr 


92 


A 






B 






Arg 


93 


A 










T 


Pro 


94 


A 










T 


Leu 


95 


A 










T 


Ser 


96 


A 










T 


Lys 


97 




A 






T 




Trp 


98 




A 


B 








Leu 


99 




A 


B 








Lys 


100 




A 


B 








Arg 


101 












T 


Pro 


102 












T 


G)y 


103 












T 


Ala 


104 


A 










T 


Leu 


105 


A 


A 










Glu 


106 


A 


A 










Lys 


107 


A 


A 










Gin 


108 


A 


A 










Mel 


109 


A 


A 










Ser 


110 


A 


A 










Arg 


III 




A 


B 








Val 


112 




A 


B 








Ala 


113 




A 






T 




Gly 


114 




A 






T 




Glu 


115 




A 






T 




Cys 


116 




A 






T 




Trp 


117 










T 


T 


Pro 


118 










T 


T 


Arg 


119 












T 


Pro 


120 












T 


Pro 


121 










T 




Thr 


122 














Pro 


123 












T 


Pro 


124 












T 


Ala 


125 






B 






T 


Thr . 


126 






B 






T 


Asn 


127 




A 


B 








Val 


128 




A 


B 








Leu 


129 




A 


B 








Leu 


130 




A 


B 








Mel 


131 




A 


B 








Leu 


132 




A 


B 









PCT/US98/17211 

36 



I (continued) 












VII 


VIII 


IX 


X 


XI 


XII 


XIII 


XIV 




0.53 
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0,68 
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-0.04 
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c 


0.60 
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F 
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* 
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1.14 
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0.69 
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F 


0.60 
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-0.41 
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F 


0.90 


3.57 
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F 
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0.97 
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* 


F 
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0.77 




0.97 
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0.44 




0.26 


-0.43 


♦ 
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0.06 
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0.49 
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0.35 
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* 
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2.25 


1.05 
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0.94 
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0.26 






F 
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2.52 


c 
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0.11 
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F 
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3.70 
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1,34 
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F 


1,25 


1.91 


c 


1.56 


0.19 


* 




F 


0,60 


1.78 


c 


0.59 


0.16 


* 




F 


0.60 
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-0.01 


0.37 






F 


0.25 


0.95 




-0.61 


0.57 
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-0.05 


0.51 




-0.90 


0.83 
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0.15 
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1.47 
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0.27 
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T 
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0.52 
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T 


C 


-0.38 


0,91 
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0.00 


0.71 


Asn 


135 












T. 


C 


0.43 


0.70 






F 


0.30 


1.48 


Leu 


136 












T 


C 


1.03 


0.01 


* 


* 


F 


0.60 


1.64 


Ser 


137 


A 


A 












1.96 


-0.34 


♦ 




F 


0.60 


2.12 


Gin 


138 


A 


A 












2.20 


-0.73 






F 


0.90 


2.58 


Glu 


1 39 




A 


B 










1.69 


-0.73 


♦ 




F 


0,90 


5.41 
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140 




A 


B 










1.34 


-0.73 


♦ 




F 
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3.33 


Arg 
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A 


B 










1.81 


-0.69 


• 




F 


1.40 


1.90 
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A 


B 










1.81 


-0.66 






F 
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1.09 


Leu 
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T 


T 




1.50 


-0.27 






F 


2.25 


0.84 


Gly 


144 










T 


T 




0.69 


-0.19 






F 


2.50 


0.62 


Gly 


145 












T 


C 


-0.12 


0.50 






F 


1.15 


0.30 


Ser 


146 












T 


C 


-0.52 


0.79 






F 


0.90 


0.30 


Thr 


147 




A 










C 


-0.52 


1.01 






F 


0.25 


0.31 


Leu 


148 




A 


B 










-0.30 


0.59 






F 


-0.20 


0.55 


Leu 


149 




A 


B 










0.04 


0.66 








-0.60 


0.41 


Trp 


150 


A 


A 












0.09 


0.27 








-0.30 


0.50 


Glu 


151 


A 


A 












0.09 


0-17 




* 




-0.30 


0.81 


Ala 


152 


A 


A 












0.11 


-0,13 




* 


F 


0.60 


I.3I 


Glu 


153 


A 










T 




1.03 


0.10 






F 


0.40 


1.31 


Ser 


154 


A 










T 




1.26 


-0.81 




♦ 


F 


1.30 


1.48 


Ser 


155 


A 










T 




1.54 


-0.31 




♦ 


F 


1.00 


1,48 


Trp 


156 


A 










T 




1.54 


-0.41 




* 


F 


1.23 


1.48 


Arg 


157 


A 














1.79 


-0.41 








1.11 


1.92 


Ala 


158 


A 














1.79 


-0.37 






F 


1.49 


1.42 


Gin 


159 


A 














1.28 


-0.36 




* 


F 


1.72 


2.33 


Glu 


160 














C 


1.28 


-0.59 




♦ 


F 


2.30 


0.98 


Gly 


161 














C 


1.28 


-0.20 




♦ 


F 


1.92 


1.30 


Gin 


162 














C 


1.17 


0.21 






F 


0.94 


0.79 


Leu 


163 














C 


1.47 


-0.19 




* 




1.16 


0.79 


Ser 


164 














C 


1.12 


0.73 




* 




0.03 


0.84 


Trp 


165 


A 














1.17 


0.73 


* 


* 




-0.40 


0.48 


Glu 


166 


A 














1,62 


0.33 


* 


* 




0.35 


1.16 


Trp 


167 


A 














1.59 


-0.36 


* 


* 




1.25 


1.70 


Gly 


Ids 


A 














2.51 


-0.24 




• 


F 


1.70 


2.20 


Lys 


169 










T 






2,92 


-1.16 


* 




F 


2.70 


2.49 


Arg 


170 










T 






3.18 


-1.16 






F 


3.00 


4.64 


His 


171 










T 






3.14 


-1.57 


+ 




F 


2.70 


6.38 


Arg 


172 










T 






2.62 


-1.50 


* 




F 


2.40 


4.34 


Arg 


173 










T 






2.76 


-0.81 








1.95 


1.83 


His 


174 










T 






2.71 


-0.39 








1.69 


2.08 


His 


175 














c 


2.71 


-0.89 




* 




1,83 


1.77 


Leu 


176 












T 


c 


2.44 


-0,89 




♦ 




2.37 


1.77 


Pro 


177 










T 


T 




2.33 


-0.50 




♦ 


F 


2.76 


1,74 


Asp 


178 










T 


T 




1.41 


-0.60 




* 


F 


3.40 


2.22 


Arg 


179 










T 


T 




0.78 


-0.41 






F 


2.76 


2.22 


Ser 


180 


A 






B 








0.92 


-0.53 




• 


F 


1.77 


0.77 


Gin 


(81 


A 






B 








1.78 


-0.96 


♦ 


• 


F 


1.43 


0.90 


Leu ' 


182 


A 






B 








1.13 


-0.96 




* 


F 


1.09 


0.92 


Cys 


183 






B 


B 








1.18 


-0.31 








0.30 


0.51 


Arg 


184 






B 


B 








0.37 


-0.70 








0.60 


0.59 


Lys 


185 






B 


B 








0.67 


-0,31 






F 


0.45 


0.62 


Val 


186 






B 


B 








-0.19 


-0-60 






F 


0.90 


2.00 


Lys 


187 






B 


B 








0.62 


-0.53 


* 






0.60 


0.76 


Phe 


188 






B 


B 








0.59 


-0.53 








0.60 


0.63 


Gin 


189 






B 


B 








0.48 


0.26 








-0.30 


0.74 


Val 


190 






B 


B 








-0.38 


0.01 








-0.30 


0.59 


Asp 


191 






B 


B 








-0.41 


0.70 








-0.60 


0.57 


Phe 


192 






B 


B 








-0.80 


0.60 








-0.60 ■ 


0.23 


Asn 


193 






B 


B 








-0:39 


0.63 








-0,60 


0.30 


Leu 


194 






B 


B 








-0.73 


0.90 








-0.60 


. 0.19 


lie 


195 








B 






c 


-0.18 


1.33 








-0.40 


0.22 


Gly 


196 








B 


T 






-0.47 


0.93 








-0.20 


0.18 


Trp 


197 










T 


T 




-0.66 


1.44 








0.20 


0.23 


Gly 


198 












T 


c 


-1.54 


1,44 








0.00 


0.23 
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Table I (continued) 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



60 



65 



70 



Res Position 


1 - 


f I 
1 1 


111 
1 1 1 


IV 


y 


VI 


VIT 
V 11 


VIII 


I A 


V 
A 


Al 


XII 


XIII 


XIV 


Ser 


199 










T 


T 




n Oft 


1 44 








0.20 


0. 17 


Trp 


200 






Q 






T 




-u. ju 


1 TO 








-0.20 


0 25 


lie 


201 






O 
O 












1 00 








-0.40 


0 38 


He 


202 






g 










U.JO 


ft K/^ 








-0.40 


0.57 


Tyr 


203 






D 






T 
1 




n Afi 
U.4o 


ft B7 
U.o / 








-0.20 


ft QS 

U.7 J 


Pro 


204 










T 


T 
1 




U. /o 


n 0 1 
u, / 1 






F 


0.50 


Z, 1 1 


Lys 


205 










T 


T 




n AH 


ft d'\ 






F 


0.50 


4.85 


Gin 


206 










T 


T 
1 




1 1 ") 
1.1/ 


ft OA 






p 


0.80 


1 1 1 

J, 1 J 


Tyr 


207 










T 






Z. IZ 


ft OA 








0.45 


1 1 7 

J. I / 


Asn 


208 










T 


T 




1 . /u 


-0.19 








1.25 


3.10 


Ala 


209 






g 






T 




1 .7 1 


ft ^0 








0,37 


ft Qf^ 
u.yo 


Tyr 


210 






R 






T 

1 




1.52 


ft ftl 








1 10 


1 ftA 

I .uo 


Arg 


211 






D 

D 






T 
1 




I .jj. 


ft lA 




* 




1 51 


n AS 

U.DJ 


Cys 


212 






O 
O 










i in 


ft HA 
-\J. f'* 








0 ni 

Z.UJ 


1 I 0 
1 . 1 z 


Glu 


213 










T 
1 






fl QQ 

yj.oy 


ft AO 
-U.O / 




* ' 


p 


2 70 


ft 1Q 
U.Jo 


Gly 


214 










T 






1 Alt 


1 ftft 
- 1 .uu 




* 


p 


2 43 


ft 1ft 
U. JU 


Glu 


215 










T 
1 




■ 


1 <i 


ft Aft 

-u.ou 






p 


0 1 A 
Z. 10 


ft 01 
U.V 1 


Cys 


216 












1 


c 


0.54 








r 


0 1 Q 


ft Q f 
U.O I 


Pro 


217 












T 
1 


L 


0.87 


ft Ift 
-U. lU 






r 


I 


ft Al 
U.Oi 


Asn 


218 












1 


C 


0.87 


n in 

-U. lU 






p 
r 


1 QI 
1 .oj 


n IS 


Pro 


219 












T 


C 


1.21 


-0. 10 






p 
r 


O Oyt 
Z,24 


1.12 


Val 


220 


■ 












r' 
L. 


0.51 


n AO 
-0.0/ 






p 
r 


0 An 
i.OU 


1 OA 
1 .ZD 


Gly 


221 


A 














1 .14 


n 7 1 
-U.J 1 






r 


1 AO 

I .oy 


ft AC 

U.06 


Glu 


222 


A 














1 . !4 


ft 0 1 

-U.il 






r 


1 Al 

1 Hj 


ft An 
U.DU 


Glu 


223 


A 

A 














U.oJ 


n 0 1 






p 
r 


I 40 


1 OA 


Phc 


224 


A 










■ 




1 .04 


n n 
-U, J / 






p 

r 


1 OA 

I .zo 


1 .61 


His 


225 


A 










T 




1.87 


ft /1ft 






p 

r 


1 . JU 


I AQ 
1 .Do 


Pro 


226 


A 










1 






n Ift 






p 


0 80 


I 10 
I . JZ 


Thr 


227 


■ 








T 
1 


T 




I .JO 


ft fikCt 

u.ou 






p 


1 00 


1 SA 


Asn 


228 


A 










T 
1 






ft ^0 
U, J / 








ft IS 

U.J J 


1 70 


His 


229 


A 






D 

o 








1 to 

1 .1? 


ft OA 
U- f 0 








-0 30 


0 80 


Ala 


230 


A 






D 
O 










ft 01 
U. / J 








ft Aft 


ft OA 

U.70 


Tyr 


231 


A 
f\ 






D 








U.JZ 


ft A1 
U.DJ 








-0 50 


0 80 


lie 


232 






rt 
O 


D 

D 








n 1 s 

-U. 1 0 


ft Qt 
U.7 1 


« 






-0.60 


0.49 


Gin 


233 






□ 
D 










ft 1 1 


1 ID 


♦ 






-0.60 


0.40 


Ser 


234 






O 
D 


D 










ft fj\ 
u.ou 








-0.60 


0.51 


Leu 


235 






n 
O 


D 

o 








ft "Xfi 
U.jO 


ft t/\ 
-U. lO 


* 




p 


0.60 


1 42 


Leu 


236 






Q 


g 








ft fiC\ 


-0.09 


* 




p 


0.60 


1.28 


Lys 


237 








g 


T 






1.28 


-0.09 


♦ 




p 


1. 00 


1.66 


Arg 


238 










T 






1 .z*+ 


-0.04 






p 


1.20 


3.1 1 


Tyr 


239 






3 










1 .OD 


-0.23 






F 


1.08 


5.13 


Gin 


240 






D 

o 






T 
1 




1 .0 1 


ft QI 






p 


1 86 


5.02 


Pro 


241 






D 
D 






1 




Z.Z I 


ft 00 






p 


1 84 


1 90 


His 


242 










T 


T 
1 




1 .o f 


ft 1^ 

U. ID 








1 77 


1 88 


Arg 


243 










T 


T 
1 




1 AA 


ft 0 I 

-U.i 1 






p 


2 80 


1 45 


Val 


244 
















I .uz 


ft 11 
-U. 1 J 






p 


1 ,92 


1 .36 


Pro 


245 










T 

1 






U.JO 


ft ftl 
U.Ul 






F 


1 29 


0 53 


Ser 


246 










T 
1 


T 
1 




ft m 


ft ru 

U.U7 






p 


1 2 1 


0 15 


Thr 


247 










T 


T 
1 




ft oft 


ft 

U, J7 


* 




p 


0 63 


0.20 


Cys 


248 






Q 






T 




.117 


0 37 








0 10 


0.20 


Cys 


249 






B 






T 




-0^27 


0^59 








-0.20 


o!ii 


Ala 


250 






B 










-0.37 


0.20 








0.06 


0.15 


Pro 


251 






B 










-0.02 


0.20 




* 




0.22 


0.41 


Val 


252 






B 










0.08 


-0.37 




♦ 


F 


1.28 


1.53 


Lys 


253 






B 










-0.07 


-0.51 






F 


1.74 


2.35 


Thr 


254 






B 










0.30 


-0.33 




♦ 


F 


1.60 


1.25 


Lys 


255 






B 










0.29 


-0.37 






F 


1.44 


2.26 


Pro 


256 






B 










-0.31 


-0.40 






F 


1.28 


1.12 


Leu 


257 




A 


B 


B 








0.30 


0.29 




♦ 




0.02 


0.64 


Ser 


258 




A 


B 


B 








-0.60 


0.56 








-0.44 


0.50 


Met 


259 




A 


B 


B 








-0.29 


1.20 








-0.60 


0.24 


Leu 


260 




A 


B 


B 








-0.33 


0.77 








-0.43 


0,49 


Tyr 


261 






B 


B 








-0.47 


0.49 








-0.26 


0.58 


Val 


262 






B 






T 




0.46 


0.53 








0.31 


0.58 


Asp 


263 






B 






T 




-0.10 


-0.09 






F 


1.68 


1.39 


Asn 


264 






B 






T 




-0.31 


-0.13 




♦ 


F 


1.70 


0.66 
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Table I (continued) 



10 



15 



20 



25 



Res Position 


1 


11 


Gly 


265 


A 




Arg 


266 


A 


A 


Val 


267 


A 


A 


Leu 


268 


A 


A 


Leu 


269 


A 


A 


Asp 


270 


A 


A 


His 


271 


A 


A 


His 


272 


A 


A 


Lys 


273 


A 


A 


Asp 


274 


A 


A 


Met 


275 


A 


A 


lie 


276 


A 


A 


Val 


277 


A 


A 


Glu 


278 


A 


A 


Gtu 


279 


A 


A 


Cys 


280 


A 




Gly 


281 


A 




Cys 


282 


A 




Leu 


283 


A 





111 



IV 



VI 


Vll 


vin 


iX 


X 


XI 


XI! 


XllI 


XIV 


T 




-0.31 


-0.20 


* 


• 


F 


1.53 


0.73 






-0.07 


-0.16 


♦ 


* 


F 


0.96 


0.36 






0.76 


-0.16 


* 






0.64 


0.37 






0.72 


-0.06 








0.47 


0.52 






0.77 


0.01 




w 




-0.30 


0.36 






i.n 


0.0 1 


♦ 






-0.30 


0.96 






0.40 


-0.63 


* 


■f 




0.75 


1.95 






0.37 


-0.70 








0.75 


2.34 






0.32 


-0.70 


* 






0.60 


0.98 






1.13 


-0.06 








0.30 


0.54 






1.13 


-0.56 








0.60 


0.68 






0.50 


-1.06 








0.60 


0.59 






0.19 


-0.49 








0.30 


0.19 






-0.52 


-0.06 








0.30 


0.19 






-1.33 


-0.10 








0.30 


0.15 


T 




-1.12 


-0.10 








0.70 


0.16 


T 




-0.62 


-0.31 








0,70 


0.12 


T 




-0.16 


0.11 








0.10 


0,09 


T 




-0.54 


0.54 








-0.20 


0.21 
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Table II 



Res Position 


I 


il 


III 


IV 


V 


VI 


VII 


VIII 


IX 


X 


XI 


XII 


XIII 


XIV 


Mel 


1 






B 










0.03 


0.41 








-0.40 


0.82 


Gin 


2 






B 






T 




-0.39 


0.90 








-0.20 


0.67 


Pro 


3 






B 






T 




-0.67 


1.16 








-0.20 


0.43 


Leu 


4 












T 




-0.57 


1.30 








0,20 


0.24 


Trp 


5 


A 










T 




-0.77 


1.60 








-0.20 


0.14 


Leu 


6 




A 


B 










-0.98 


1.70 








-0.60 


0.09 


Cys 


7 




A 


B 










-1.27 


1.96 








-0.60 


O09 


Trp 


8 


A 


A 












-1.91 


2.19 








-0,60 


0.09 


Ala 


9 




A 


B 










-1.91 


1,91 








-0.60 


O08 


Leu 


10 




A 


B 










-1.83 


1.91 








-0.60 


013 


Trp 


1 1 




A 


B 










-1.83 


1.77 








-0.60 


019 


Val 


12 




A 


B 










-1.76 


1.54 








-0.60 


0.16 


Leu 


13 




A 


B 










-1.77 


1.54 








-0.60 


0.19' 


Pro 


14 






B 










-1.39 


1.24 








-0.40 


0.24 


Leu 


15 
















-0.92 


0.76 








0.00 


0.50 


Ala 


16 














c 


-1,22 


0.54 








-0.20 


0.61 


Ser 


17 












T 


C 


-0.96 


0.36 






F 


0.45 


0.40 


Pro 


18 












T 


c 


-0.96 


0.43 






F 


015 


048 


Gly 


19 












T 


c 


-1.06 


0.43 








0.00 


0.40 


Ala 


20 


A 










T 




-0.59 


0.41 








-0.20 


0.43 


Ala 


21 


A 


A 












-0.00 


0.46 








-0.60 


0.27 


Leu 


22 




A 


B 










0.30 


0.03 








-0.30 


0.48 


Thr 


23 




A 


B 










-0.30 


0.00 






F 


-0.15 


0.82 


Gly 


24 


A 


A 












-0.77 


0.19 






F 


-0.15 


0.67 


Glu 


25 


A 


A 












-0.52 


0.37 






F 


-0,15 


0.67 


Gin 


26 


A 


A 












-0.23 


0.11 






F 


-0.15 


0.46 


Leu 


27 


A 


A 












-0.23 


0.01 






F 


-0.15 


0.62 


Leu 


28 


A 


A 












-0.73 


0.27 






F 


-0.15 


0,30 


Gly 


29 


A 


A 












-0.28 


0.96 


« 




F 


-0.45 


0.14 


Ser 


30 


A 


A 












-0.28 


0.56 






F 


-0.45 


0.33 


Leu 


31 


A 


A 












-1.09 


0.27 


* 




F 


-0.30 


0.70. 


Leu 


32 


A 


A 












-0.28 


0.27 








-0.30 


0,58 


Arg 


33 


A 


A 












-0,28 


0.24 




♦ 




-0.30 


0.76 


Gin 


34 


A 


A 












0.11 


0.54 








-0.60 


0.76 


Leu 


35 


A 


A 












0.41 


-0.14 








0.45 


1.83 


Gin 


36 




A 


B 










0.37 


-0.83 








0.75 


1.62 


Leu 


37 




A 


B 










0.97 


-0.19 








0.30 


0.69 


Lys 


38 




A 


B 










0.54 


-0.16 






F 


0.60 


1.30 


Glu 


39 




A 


B 










-0.27 


-0.36 




* 


F 


0.60 


LOS 


Val 


40 




A 


B 










0.54 


-0.07 


* 


* 


F 


0.60 


1.08 


Pro 


41 




A 


B 










0.66 


-0.76 


* 




F 


0.75 


0,91 


Thr 


42 


A 


A 












0.88 


-0.76 


* 




F 


0.90 


1.02 


Leu 


43 


A 


A 












0.83 


-0.26 






F 


0.60 


1.39 


Asp 


44 


A 


A 












0.23 


-0.90 






F 


0.90 


1.51 


Arg 


45 


A 


A 












1.09 


-0.71 




* 


F 


0.90 


1.03 


Ala 


46 


A 


A 












1.30 


-1.20 






F 


0,90 


2.17 


Asp 


47 


A 


A 












0.80 


-1.89 








0.75 


2.25 


Met 


48 


A 


A 












0.76 


-1.20 








0.60 


095 


Glu 


49 


A 


A 












-0.13 


-0.56 




* 




0.60 


0.70 


OIU 


j\j 


A 


A 




B 








-0.46 


-0,37 








0.30 


0.29 


Leu 


51 


A 


A 




B 








-0.18 


0,06 








-0.30 


0.46 


Val 


52 


A 


A- 




B 








-0.21 


-0.07 








0.30 


0.38 


He 


53 


A 


A 




B 








-0.47 


0.43 




« 




-0,60 


0.30 


Pro 


54 


A 


A 




B 








-0.36 


1.07 




♦ 




-0.60 


0.27 


Thr 


55 


A 






B 








-0.94 


0,39 




* 




-0.30 


071 


His 


56 


A 


A 




B 








-0.13 


0.24 








-0.15 


1,02 


Val 


57 


A 


A 




B 








0.48 


-0.04 




* 




045 


1.14 


Arg 


58 




A 


B 


B 








0.51 


0.29 




* 




-0.15 


1.24 


Ala 


59 




A 


B 


B 








0.13 


0.44 








-0.60 


0.68 


Gin 


60 




A 


B 


B 








-0.37 


0.44 




* 




-0.60 


0.92 


Tyr 


61 




A 


B 


B 








-1.14 


0.49 








-0.60 


0.39 


Val 


62 




A 


B 


B 








-0.29 


1.17 




* 




-0.60 


0.32 


Ala 


63 




A 


B 


B 








-0.29 


1.07 








-0,60 


0.32 


Leu 


64 




A 


B 


B 








-0.00 


0.67 








-0.60 


0.40 


Leu 


65 




A 


B 


B 








-0.03 


0.30 








004 


0.72 


Gin 


66 




A 


B 


B 








-0.13 


0.16* 








0.38 


0.96 


Arg 


67 




A 


B 


B 








0.72 


0.09 






F 


1.02 


1.16 
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Res Position 


I 


11 


III 


IV 


V 


VI 


Ser 


68 




A 




B 


T 




His 


69 










T 


T 


Gly 


70. 










T 


T 


Asp 


71 










T 


T 


Arg 


72 










T 


T 


Ser 


73 










T 


T 


Arg 


74 










T 


T 


Gly 


75 










T 


T 


Lys 


76 










T 


T 


Arg 


77 










T 




Pbe 


78 






B 








Ser 


79 






B 






T 


Gin 


80 






B 






T 


Ser 


81 






B 






T 


Phe 


82 






B 






T 


Arg 


83 




A 


B 








Glu 


84 


A 


A 










Val 


85 


A 


A 










Ala 


86 


A 


A 










Gly 


87 


A 


A 










Arg 


88 


A 


A 










Phe 


89 


A 


A 










Leu 


90 


A 


A 










Ala 


91 


A 


A 










Leu 


92 


A 


A 










Glu 


93 


A 


A 










Ala 


94 


A 


A 










Ser 


95 


A 






B 






Thr 


96 


A 






B 






His 


97 


A 






B 






Leu 


98 


A 






B 






Leu 


99 


A 






B 






Va! 


100 


A 






B 






Phe 


101 






B 


B 






Gly 


102 






B 


B 






Met 


103 




A 


B 








Glu 


104 




A 


B 








Gin 


105 




A 


B 








Arg 


106 




A 










Leu 


107 




A 










Pro 


108 












T 


Pro 


109 












T 


Asn 


110 












T 


Ser 


111 












T 


Glu 


112 


A 


A 










Leu 


113 


A 


A 










Val 


114 


A 


A 










Gin 


115 


A 


A 










Ala 


116 


A 


A 










Val 


117 


A 


A 










Leu 


118 




A 


B 








Arg 


119 




A 


B 








Leu 


120 




A 


B 








Phe 


121 




A 


B 








Gin 


122 




A 


B 








Glu 


123 




A 










Pro 


124 


A 


A 










Val 


125 


A 


A 










Pro 


126 


A 


A 










Lys 


127 


A- 


A 










Ala 


128 


A 


A 










Ala 


129 


A 


A 










Leu 


130 


A 


A 










His 


131 


A 










T 


Arg 


132 






B 






T 


His 


133 










T 


T 
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II (continued) 



VII 


VHl 


IX 


X 


XI 


XII 


XIll 


XIV 




1.42 


-0.60 






F 


2.66 


2.34 




1.93 


-1.29 




* 


F 


3.40 


2.65 




2.86 


-1.30 




* 


F 


3.06 


1.81 




2.51 


-1.30 






F 


3.06 


2,65 




2.44 


-1.26 






F 


3.06 


1.93 




2.86 


-1.76 






F 


3.06 


3.90 




2.19 


-2.19 






F 


3.06 


4.57 




2.23 


-1.40 


* 




F 


3.40 


2.02 




2.23 


-1.01 




* 


F 


3.06 


2.02 




1.82 


-1.00 


* 




F 


2.72 


1.79 




1.42 


-0.61 




* 


F 


2.18 


2.42 




L42 


-0.26 


* 




F 


1.94 


1.05 




1.77 


-0.26 




♦ 


F 


1.80 


1.05 




0.87 


-0.26 






F 


2.00 


2.09 




0.17 


-0.40 


♦ 


* 


F 


1.80 


1.16 




0.52 


-0.29 


♦ 




F 


1.05 


0.68 




0.93 


-0.26 








0.70 


0.50 




0.23 


-0.64 








0.95 


1.13 




-0.28 


-0.64 


* 


* 




0.60 


0.50 




-0.17 


0.04 


* 






-0.30 


0.24 




-1.09 


0.54 








-0.60 


0.32 




-1.09 


0.59 


• 






-0.60 


0.26 




-0.82 


0.09 




* 




-0.30 


0,46 




-0.53 


0.16 








-0.30 


0.24 




-0.50 


0.54 








-0.60 


0.37 




-0.64 


0.24 








-0.30 


0.65 




-0.76 


0.06 








-0.30 


0.87 




-0.76 


0.24 




* 


F 


-0.15 


0.87 




-1.02 


0.24 








-0.30 


0.41 




-0.91 


0.89 








-0.60 


0.30 




-1.26 


1. 17 








-0.60 


0.20 




-1.27 


L21 








-0.60 


0.13 




-0.97 


1.34 








-0.60 


O.IO 




-0.66 


0.84 








-0.60 


0.21 




-0.51 


0.56 




* 




-0.60 


0.43 




-0.51 


-0.13 




* 




0.45 


1.14 




0.09 


-0.09 




* 


F 


0.60 


1.09 




0.73 


-0.44 




* 


F 


0.90 


1.70 


c 


1.43 


-0.44 




* 


F 


1.40 


2.66 


c 


1.48 


-0.66 




* 


F 


2.00 


2.47 


c 


2.08 


-0.27 




* 


F 


2.40 


1.91 


c 


1.27 


-0.67 






F 


3.00 


1.69 


c 


0.41 


0.01 




•> 


F 


1.80 


1.69 


c 


0.30 


-0.03 




♦ 


F 


1.95 


0.81 




0.52 


-0.06 


* 




F 


1.05 


0.91 




-0.12 


0.01 








0.00 


0.57 




-0.72 


0.26 


♦ 






-0.30 


0.32 




-0.61 


0.56 


* 


* 




-0.60 


0.15 




-1.12 


0.56 




* 




-0.60 


0.36 




-1.82 


0.56 


* 






-0.60 


0.40 




-1.01 


0.70 


* 


m 




-0.60 


0.20 




-0.16 


0.70 


* 


4c 




-0.60 


0.34 




-0.37 


0.20 


4 


*■ 




-0.30 


0.79 




-0.63 


-0.01 


m 






0.45 


1.49 




0.01 


-0.06 


♦ 




F 


0.45 


0.56 


c 


0.87 


0.37 


* 




F 


0.20 


1,06 




0.17 


-0.31 


* 




F 


0.60 


2.44 




0.39 


-0.60 


* 




F 


0.90 


1.42 




0.28 


-0.50 






F 


0.45 


0.83 




0.24 


0.19 






F 


-0.15 


0.44 




0.36 


0.26 








-0.30 


0.81 




0,53 


-0.39 








0.45 


1.03 




1.04 


-0.31 








0.30 


0.70 




1.37 


0.11 


* 


* 




0.10 


0,69 




0.51 


-0.39 








0.85 


1.33 




0.80 


-0.20 


* 


* 




1.25 


1.33 
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Table II (continued) 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



60 



65 



70 



Res Position 


I 


1 J 


III 


IV 


V 


VI 


vn 


VIII 


IX 


X 


XI 


XII 


XIII 


XIV 


Gly 


134 










T 


T 




1.18 


-0.50 




♦ 




1.25 


1.31 


Arg 


135 










T 






2.10 


-0.57 


* 


* 


F 


1.84 


1.03 


Leu 


136 














r 


1 R1 

1 ,OJ 


-0.57 




* 


p 


1.98 


1.49 


Ser 


137 












ir 


Q 


1.13 


-0.69 


♦ 


* 


F 


2.52 


2'oi 


Pro 


138 












T 


c 


1.28 


-0.61 


m 


* 


F 


2.86 


1.04 


Arg 


139 










T 


T 




1,03 


-0.61 






F 


3.40 


2.47 


Ser 


140 












T 


Q 


1.03 


.0*80 


♦ 


* 


F 


2^86 


1.86 


Ala 


141 
















0.99 


-1.19 




« 


p 


2.12 


2.36 


Arg 


142 






g 


3 








0 98 


-0 97 




* 




1 .28 


0 89 


Ala 


143 






Q 


3 








0 33 


-0.49 




* 




0.64 


0.96 


Arg 


144 






Q 


3 










n 7"^ 








0.30 


0.71 


Val 


145 






Q 


3 








0.23 


-0 73 








0.60 


0.62 


Thr 


146 






Q 


3 








0.01 


0. 19 




* 




-0.30 


0.65 


Val 


147 






g 


3 








0 01 


0 37 




* 




-0.30 


0 27 


Glu 


148 






g 


3 








-U.iO 




♦ 






-0.30 


0 72 


Trp 


149 






3 


3 








.n 7A 
-u.zo 


ft "M 








-0.30 




Leu 


150 






Q 


3 








u.ou 


-O.I 1 




♦ 




0.64 


0.98 


Arg 


151 






g 


3 








\j.y 1 


-0.76 








I 28 


0.95 


Val 


152 






3 


3 








1 d7 


-0 76 








1 .77 


1 .50 


Arg 


153 








3 


T 






1 .12 


-1 .24 


♦ 




F 


2.66 


1 .80 


Asp 


154 










T 


T 




1 di 

1 .*T 1 


1 

- I .jH 




* 


F 


3,40 


1 71 


Asp 


155 










T 


T 




2 33 


- 1 14 


♦ 




F 


3.06 


2,67 


Gly 


156 










T 


T 




1 .7 1 


- 1 79 




* 


F 


2.72 


2 67 


Ser 


157 












T 


Q 


2 47 


- 1 30 






F 


2.35 


2 31 


Asn 


158 












T 


Q 


1 54 


-0.91 






F 


2.18 


1.85 


Arg 


159 






Q 






T 




0,66 


-0.23 






p 


1 .51 


1 .54 


Thr 


160 






Q 






T 




U.DO 


0 03 






p 


0.93 


0 81 


Ser 


161 






D 
O 






T 




U. tU 


ft ifi 
-u. JO 






p 


1 .70 


0 84 


Leu 


162 






D 










1 1 1 


ft 17 
-U.J / 






F 


1.33 


0.57 


lie 


163 






Q 












-0.37 


* 




F 


1. 16 


0.78 


Asp 


164 






3 






T 




.0 fin 


-0. 17 


* 


* 


p 


1.19 


0,48 


Ser 


165 






3 






T 




-0.66 


0-09 






p 


0.42 


0.43 


Arg 


166 






3 






T 




I 7 1 


-0 21 






p 


0.85 


0.82 


Leu 


167 






3 






T 




-0.43 


-0.26 








0;70 


0.37 


Va! 


168 






3 










u.**o 


0 24 


♦ * 






-0. 10 


0.37 


Ser 


169 






D 










0 16 


-0 14 








0.50 


0.33 


Val 


170 






B 










0 1 1 


0.24 








0.18 


0.53 


His 


171 






3 










-0.29 


-0.01 


♦ 






1.06 


0^71 


Glu 


172 












T 




0.57 


0.26 






F 


1.09 


0.56 


Ser 


173 












T 




0*83 


-0.13 


* 




F 


2.12 


1,51 


Gly 


174 










T 


T 




0.43 


-0.27 






p 


2.80 


1.12 


Trp 


175 


A 

A 










T 




1 7Q 


Q 01 


* 




p 


1.37 


0.56 


Lys 


176 
















0.47 


0.01 


« 






0.54 


OJO 


Ala 


177 
















0.16 


0.27 








0.26 


0.52 


Phe 


178 
















0.46 


0.33 








-0.02 


0.72 


Asp 


179 
















0.21 


-0.59 


* 






0.60 


0^62 


Val 


180 
















-0.36 


-0.09 








0.30 


0.62 


Thr 


181 
















-0 40 


0.06 




* 




-0,30 


0.53 


Glu 


182 
















-0.51 


-0.33 








0.30 


0,51 


Ala 


183 




/\ 












-0.10 


0,46 








-0.60 


0.60 


Val 


184 


A 


A 












-0.10 


0.73 


* 






-0.60 


0,44 


Asn 


185 


A 


A 












0.76 


0.64 








-0.60 


0.44 


Phe 


186 


A 


A 












0.26 


1.04 








-0.60 


0.75 


Trp 


187 


A 


A 












-0.04 


1.23 


* 






-0.60 


0.83 


Gin 


188 


A 


A 












0.66 


0.97 


» 






-0.60 


0.69 


Gin 


189 




A 






T 






1.30 


0.57 


* 


♦ 




0.29 


1,56 


Leu 


190 




A 






T 






1.41 


0.21 




* 


F 


1.08 


2,30 


Ser 


191 




A 










c 


2.U 


-0.70 


* 




F 


2.12 


2.60 


Arg 


192 












T 


c 


2.19 


-0.70 


* 


♦ 


F 


2.86 


2.60 


Pro 


193 










T 


T 




1.38 


-0.67 


« 




F 


3.40 


4.88 


Arg 


194 










T 


T 




0.57 


-0.67 






F 


3.06 


3.00 


Gin 


195 






B 






T 




0.57 


-0.37 






F 


2.02 


1,26 


Pro 


196 




A 


B 










0.87 


0.31 






F 


0.53 


0,67 


Leu 


197 




A 


B 










-O.IO 


0.29 






F 


0.19 


0,60 


Leu 


198 




A 


B 










-0.19 


0.93 




* 




-0.60 


0.26 


Leu 


199 




A 


B 










-1.16 


0.91 








-0.60 


0.22 



75 



80 



85 
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Table II (continued) 



Res Position 


I 


II 


III 


IV 


V 


VI 


VII 


VIII 


IX 


X 


XI 


XII 


XIII 


xiy 


Gin 


200 




A 


B 










-1.16 


1.13 








-0.60 


0.20 


V ai 


201 




A 


B 










-0.83 


0.84 




* 




-0.60 


0.42 


ocr 








B 


B 








-0.02 


0.16 




* 




-0.30 


0.99 


Val 


203 




A 


B 


B 








0,76 


-0.53 








0.60 


0.99 


nin 
vjin 






A 


B 


B 








0.76 


-0.43 






F 


0.60 


1.82 


Arg 


ZU3 




A 


B 


B 








0.41 


-0.39 






F 


0.60 


1.12 


Glu 


206 




A 


B 


B 








1.06 


-0.34 






F 


0.60 


1.50 


nis 






A 


B 










0.54 


-0.56 






F 


0.90 


1.34 


Leu 


208 




A 










C 


0.81 


-0.27 






F 


0.65 


0.56 


oiy 


L\Jy 




A 










C 


0.51 


0.23 






F 


0.05 


0.33 


Own 

rro 


Tin 














C 


0.06 


0.61 


* 




F 


-0.05 


0.32 


Leu 


£.11 


A 














-0.53 


0.54 


♦ 




F 


-0,25 


0.39 


A In 




A 










T 




-0.53 


0.36 


♦ 




F 


0.25 


0.40 






A 










T 




0.32 


0.43 


* 




F 


-0.05 


0.35 


uiy 


214 


A 










T 




-0.14 


-0.00 


* 






0.70 


0.84 


Ala 


215 


A 














-0.79 


-0.00 


* 






0.70 


0.69 


nis 




A 


A 












0.13 


0.14 


♦ 






-0.30 


0.38 




217 


A 


A 












0.02 


-0.24 








0.30 


0.76 


Leu 


918 




A 


B 










-0.27 


0.11 


• 






-0.30 


0.65 


V 31 


219 




A 


B 










-0.22 


0.11 


* 






-0.30 


0.48 


Arg 


220 




A 


B 










0.37 


-0.00 








0.30 


0.32 


rnc 


221 




A 


B 










0.06 


0.40 








-0.30 


0.68 


Ala 


222 




A 


B 










-0.58 


0.14 


* 






-0.30 


0.90 


Ser 


223 












T 


C 


0.02 


-0.00 


* 




F 


1.05 


0.47 


Gin 


224 










T 


T 




0.29 


0.43 


* 




F 


0.35 


0.83 


uiy 


225 












T 


C 


-0.17 


0.14 






F 


0.45 


0.83 


Ala 


226 












T 


C 


-0.28 


0.07 






F 


0.66 


0.61 


Pro 


227 












T 


C 


-0.03 


0.37 






F 


0.87 


0.29 


Ala 


228 












T 


C 


0.27 


0.40 








0.93 


0.29 


uiy 


229 












T 


C 


0.06 


-0.03 








1.74 


0.50 


Leu 


CJ\J 












T 


C 


0.40 


-0.10 






F 


2.10 


0.50 


uiy 


9'J 1 














C 


0.18 


-0.13 




* 


F 


1.69 


0.86 


Glu 


919 




A 










C 


0.39 


0.06 






F 


0.68 


0.72 


rro 


911 


A 


A 












0.17 


-0.37 




* 


F 


1.02 


1.50 


nin 
uin 




A 


A 












0.48 


-0.37 




♦ 


F 


0.81 


1.25 




91S 


A 


A 












0.98 


-0.30 




* 




0.30 


0.98 


LriU 


91A 


A 


A 












0.51 


0.19 








-0.30 


0.92 


Leu 




A 


A 












0,51 


0.44 




* 




-0.60 


0.44 


nis 


9ia 


A 


A 












-0.09 


0.04 




* 




-0.30 


0.89 


J nr 




A 


A 












-0.43 


0.04 








-0.30 


0.42 


Leu 






A 


B 










0.38 


0.47 








-0.60 


0.51 


Asp 






A 


B 










0.13 


-0.21 








0.30 


0.62 


I All 

LCU 


949 




A 


B 










0.60 


0.04 








-0.30 


0.67 




941 










T 


T 




0.04 


-0.01 






F 


1.25 


0.81 


Asp 












T 


T 




0.36 


-0.20 






F 


1.25 


0.49 


lyr 


9/K 










T • 


T 




0.82 


0.20 




* 


F 


1.11 


1.03 


oiy 












T 


T 




0.82 


-0.06 


* 




F 


2.02 


1.03 


Aia 












T 






0.97 


-0.49 




* 


F 


2.13 


1.03 


Gin 


248 






B 






T 




1.31 


0.09 






F 


1.49 


0.35 


Gly 


249 










T 


T 




1.10 


-0.67 






F 


3.10 


0.59 


Asp 


250 










T 


T 
J 




1 .34 


-U.o/ 






r 


9 7Q 




Cys 


251 












T 


C 


1.10 


-1.17 






F 


2.28 


0.91 


Asp 


252 














C 


1.48 


-1.07 




* 


F 


1.77 


0.93 


Pro 


253 














C 


0.88 


-1.07 






F 


1,46 


0.86 


Glu 


254 




A 










C 


0.91 


-0.46 




* 


F 


0.80 


1.58 


Ala 


255 


A 


A 












0.91 


-0,54 






F 


0.90 


1.37 


Pro 


256 


A 


A 












1.23 


-0.54 






F 


0.90 


1.53 


Met 


257 


A 


A 












0.92 


-0.54 


* 




F 


0.75 


0.88 


Thr 


258 


A 


A 












1.24 


-Q.06 


* 




F 


0.60 


1.25 


Glu 


259 


A 


A 












0.58 


-0.56 


♦ 




F 


0.90 


1.59 


Gly 


260 










T 


T 




0.50 


-0.41 






F 


1.25 


0.86 


Thr 


261 


A 










T 




0.82 


-0.46 


♦ 




F 


0,85 


0.32 


Arg 


262 


A 










T 




1.42 


-0.94 


* 




F 


1.15 


0.36 


Cys 


263 


A 










T 




1.73 


-0.54 


* 






1.00 


0.63 


Cys 


264 


A 


A 












1.13 


-0.97 


* 






0.60 


0.76 


Arg 


265 


A 


A 












1.23 


-0.84 


*• 






0.60 


0.38 
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Table II (continued) 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



60 



65 



70 



Res Position 


1 


11 


1 1 1 
1 1 1 


1 v 

1 V 


Y 


VI 


V II 

V 11 


VI 1 1 

V n 1 


IX 




XI 


XII 


XIII 


XIV 


Gin 


266 




A 


D 

a 










0 66 


-0 09 


♦ 




F 


0.60 


1 .12 


Glu 


267 




A 


B 










0 54 


0 03 








-0.15 


1.46 


Met 


268 




A 


B 










0 40 


-0 54 




* 




0.75 


1.25 


Tyr 


269 


• 


A 


n 










1 07 


0. 14 




* 




-0.30 


0.59 


lie 


270 


A 


A 












U.D 1 


0 14 








-0.30 


0.59 


Asp 


271 


A 


A 












U.U 1 


0 57 








-0.60 


0.59 


Leu 


272 


A 


A 












n AA 

U.w 


U.J / 








-0.60 


0.38 


Gin 


273 


A 


A 












U.J / 


-U. i 7 




♦ 




0.45 


I 07 


Gly 


274 


A 


A 












U.U/ 


A A/1 

u.w 








-0 30 


0 67 


Met 


275 


A 


A 














0 54 








-0^60 


0.83 


Lys 


276 


A 


A 












n 0 1 


-U, l*t 


♦ 






0.30 


0.83 


Trp 


277 


A 


A 












1 A1 

1 Aj 




* 






0 45 


1 34 


Ala 


278 


A 


A 












U.JO 


A lA 
U. J*+ 








-0. 1 5 


1 .43 


Glu 


279 


A 


A 












v. I 1 


A T7 
U.J / 


* 






-0.30 


0.53 


Asn 


280 


A 


A 


■ 










U. / 1 


1 AA 


♦ 






-0.60 


■ 0.42 


Tro 


281 




A 












U.'K) 


• 0 14 


♦ 






-0.30 


0.71 


Val 


282 




A 












U. Jj 


U.U/ 








-0 10 


0 64 


Leu 


283 




A 










C 


0,78 


A ^A 
U.jU 








-0 40 


0 61 


Glu 


284 




A 










C 


0.08 


A 51 
U. jJ 






c 
r 


A 9^ 


A ^1 

U.J / 


Pro 


285 












T 


C 


-0.73 


A Af\ 






r 


U.4 J 


0 67 


Pro 


286 










T 


T 




• 1 ,03 


0.44 






p 
r 


A 1^ 

U.J J 


A AT 
U.D/ 


Glv 


287 










T 
1 


T 




-0.42 


A OA 








n ^n 

U.jU 


0 39 


Phe 


288 


A 










T 




0.39 


1 Al 
1 .UI 








-0 20 


0 40 


Leu 


289 


A 


A 


• 










-U./o 


A <0 

U.J7 








-0 60 


0 44 


Ala 


290 


A 


A 


B 










-u.yz 


A TX 
U. / J 








-0 60 


0 24 


Tvr 


291 




A 


o 

o 










t flA 
- I .UO 


0 94 








-0.60 


0.21 


Glu 


292 




A 


B 










I A'^ 

-I.UZ 


A 

u. jy 








-0 60 


0 25 


Cys 


293 




A 






T 
1 






A OO 

-u.w 


A 1Q 








0 10 


0.35 


Val 


294 










T 


■ 




-0.07 


A AA 








0 00 


0 12 


Glv 


295 










T 


T 




0.52 


A "lA 
-U.jU 








I 10 


0 14 


Thr 


296 










T 
1 


T 




n <fi 

U.jO 


A in 

U. lU 






p 


0.95 


0.44 


Cys 


297 










T 
1 


T 




A 1A 
U. J4 


A (\A 


* 




p 


1 85 


0 92 


Are 


298 










T 
1 


T 
1 




t .UI 


A OA 






p 


2 30 


1 .44 


Gin 


299 
















I "JB 
l.XO 


A AQ 
-U.DV 






p 


2.50 


1 ,73 


Pro 


300 












T 
I 


c 

L. 


A ttl 


n A7 
-U.D / 






p 


3.00 


3 25 


Pro 


301 












T 




A ^1 
\J.Dj 


A ^A 
-U.jO 


* 




p 


2.70 


1 .37 


Glu 


302 


A 










T 




U. JU 


-0 06 




* 


p 


1.75 


0.80 


Ala 


303 


. A 










T 




U.*»J 


A 11 
U.J J 




* 




0.70 


0.45 


Leu 


304 


A 


A 












A 1 A 


A in 

-U. lU 








0.60 


0.58 


Ala 


305 


A 


A 












A Id 
U. It 


0 39 




* 




-0.30 


035 


Phe 


306 


A 


A 












-U. J*t 


0 81 








-0.60 


0,54 


Lys 


307 


A 


A 


■ 










t 1 A 
- 1 . i O 


1 1 A 

1 . 1 u 




* 




-0.60 


0.56 


Tro 


308 




A 


B 








* 


A 0 1 


1 1 A 
1 . lU 








-0.60 


0.46 


Pro 


309 




A 










C 


-0.31 


1 Al 
1 .Uj 








-0 40 


0.53 


Phe 


310 










T 
1 






A 10 

U. J7 


C\ A7 
U.D / 


* 






0.00 


0.41 




311 














v_ 


1 AQ 


A AT 
U.D f 


♦ 






-0.20 


0.76 


Glv 


312 










■ 


T 


C 


A 1Q 


A 1 A 
U. 10 






p 


0 45 


0.85 


Pro 


313 










T 


T 




-0.22 


A 1f\ 

U.jU 






p 


0 65 


0 53 


Arg 


314 










T 


T 




A AA 


A TA 
U.ZU 






p 


0 65 


0.45 


Gin 


315 










T 


T 




-0.20 


0.01 








0^50 


0^46 


Cys 


316 






B 


B 








0.61 


-0.03 








0.30 


0.40 


lie 


317 






B 


B 








0.64 


-0.46 








0.64 


0.35 


Ala 


318 






B 


B 








0.86 


0.03 








0.38 


0.29 


Ser 


319 






B 


B 








0.44 


-0.37 


* 




F 


1.47 


0.91 


Glu 


320 






B 






T 




-0.37 


-0.56 






F 


2.66 


1.74 


Thr 


321 










T 


T 




0.09 


-0.56 






F 


3.40 


1.42 


Asp 


322 










T 


T 




0.38 


-0.63 






F 


3.06 


1.64 


Ser 


323 


A 










T 




0.08 


-0.40 






F 


1.87 


0.93 


Leu 


324 


A 






B 








-0.48 


0.29 








0.38 


0.45 


Pro 


325 


A 






B 








-0.78 


0.44 








-0.26 


0.20 


Met 


326 


A 






B 








-1.36 


0.83 




* 




-0.60 


0.20 


lie 


327 






B 


B 








-1.31 


1.13 








-0.60 


0.17 


Val 


328 






B 


B 








-1.01 


0.44 




* 




-0.60 


0.22 


Ser 


329 






B 










-0.54 


0.01 




* 




0.24 


0.39 


lie 


330 






B 










-0.68 


-0.17 


* 




F 


1.33 


0.55 


Lys 


331 






B 






T 




0.03 


-0.43 


* 


♦ 


F 


1.87 


0.73 



75 



80 



85 



SUBSTrrUTE SHEET (RULE 26) 



wo 99/09198 



PCT/US98/17211 



45 



Table II (continued) 



10 



15 



20 



25 



30 



35 



40 



Res 


Position 


I 


II 


III 


IV 


V 


VI 


VII VIII 


IX X 


XI 


XII 


XIII 


XIV 


Glu 


332 










T 


T 


0 .61 


-1.07 . 


♦ 


F 


3 . 


06 


1 . 07 


Gly 


333 










T 


T 


1 . 58 


-0.97 , 


* 


F 


3 , 


40 


2 .20 


Gly 


334 










T 


T 


1 . 67 


-1.66 * 




F 


3 . 


06 


2 .15 


Arg 


335 










T 




2 . 56 


-1.23 * 


* 


F 


2 . 


52 


1 . 92 


Thr 


336 














C 1.66 


-0.83* 


* 


F 


1 . 


98 


3 .36 


Arg 


337 






B 


B 






0.80 


-0.61* 


* 


F 


1 . 


24 


2 .52 


Pro 


338 






B 


B 






0 . 84 


-0.40 . 


* 


F 


0 . 


45 


0 . 96 


Gin 


339 






B 


B 






0.38 


-0.01 . 






0 , 


30 


0 . 89 


Val 


340 






B 


B 






0 .06 


0 . 19 . 


* 




-0 


. 30 


0. 37 


Val 


341 






B 


B 






0 .37 


0.61 . 






-0 


. 60 


0. 37 


Ser 


342 






B 








-0 . 34 


0.59 






-0 


.40 


0 .35 


Leu 


343 






B 






T 


-0.02 


0.80 . 


* 




-0 


.20 


0,46 


Pro 


344 






B 






T 


-0.88 


0.16 . 


* 




0 . 


25 


1 . 22 


Asn 


345 












T 


-0.02 


0.16 






0 . 


50 


0 . 68 


Met 


346 


A 










T 


0 .88 


0,17 






0 . 


25 


1.42 


Arg 


347 


A 












0.51 


-0.51 . 






0 . 


95 


1 . 84 


Val 


348 






B 








1 . 02 


-0.37 . 


* 




0 . 


50 


0 . 61 


Gin 


349 






B 






T 


0.57 


-0.39 . 


* 




0 . 


70 


0 . 83 


Lys 


350 






B 






T 


-0.02 


-0.43 . 


* 




0. 


70 


0.23 


Cys 


351 






B 






T 


0.28 


0.07 . 






0. 


10 


0. 31 


Ser 


352 






B 






T 


0.17 


-0.19 . 






0. 


70 


0.24 


Cys 


353 






B 








0 .68 


-0.59 - 






0 . 


80 


0 .20 


Ala 


354 






B 






T 


0.09 


-0.16. 






0 . 


70 


0 .37 


Ser 


355 










T 


T 


-0.77 


-0.23 . 






1 . 


10 


0.28 


Asp 


356 










T 


T 


-0.96 


0.07 . 






0. 


50 


0.43 


Gly 


357 










T 


T 


-0.87 


0 . 14 . 






0. 


50 


0.31 


Ala 


358 






B 








-0.09 


0 .07 * 






0. 


06 


0.36 


Leu 


359 






B 








0.61 


-0.31* 






0. 


82 


0 . 42 


Val 


360 






B 








0.10 


-0.31* 






0, 


98 


0 . 84 


Pro 


361 






B 








0.10 


-0, 06 * 




F 


1 . 


29 


0 . 69 


Arg 


362 






B 








0.23 


-0.16* 




F 


1 . 


60 


1 . 44 


Arg 


363 






B 








0.43 


-0.41* 




F 


1 . 


44 


3 .00 


Leu 


364 






B 








0.86 


-0 . 63 * 






1 . 


43 


2 .48 


Gin 


365 






B 








1.32 


-0. 63 * 






1 . 


27 


1 . 62 


Pro 


366 






B ■ 








1.14 


-0.20* 






0 . 


81 


1 . 0 6 
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Among highly preferred fragments in this regard are those thai comprise 
regions of Human Nodal or Human Lefty, that combine several structural features, 
such as, two, three, four, five or more of the features set out above. 

In another embodiment, the invention provides isolated nucleic acid 

5 molecules comprising polynucleotides which hybridize under stringent 
hybridization conditions to a portion of the polynucleotide in a nucleic acid 
molecule of the inventions described above, for instance, the cDNA clones 
contained in ATCC Deposit Nos. 209092, 209135, and 209091 and/or a 
polynucleotide fragment described above. By "stringent hybridization 

10 conditions" is intended overnight incubation at 42*^0 in a solution comprising: 
50% formamide, 5x SSC (750 mM NaCl, 75 mM trisodium citrate), 50 mM 
sodium phosphate (pH 7.6), 5x Denhardt's solution, 10% dextran sulfate, and 20 
\ig/m\ denatured, sheared salmon sperm DNA, followed by washing the filters in 
O.lx SSC at about 65°C. 

15 Further specific embodiments are directed to polynucleotides 

corresponding to nucleotides 1-125, 1-90, 1-60, 1-30, 30-125, 30-90, 30-60, 
60-125,60-90, 90-125, 310-930, 350-930, 400-930, 450-930, 500-930, 550-930, 
600-930, 650-930, 700-930, 750-930, 800-930, 850-930, 900-930, 310-900, 
350-900, 400-900, 450-900, 500-900, 550-900, 600-900, 650-900, 700-900, 

20 750-900, 800-900, 850-900, 310-850, 350-850, 400-850, 450-850, 500-850, 
550-850, 600-850, 650-850, 700-850, 750-850, 800-850, 310-800, 350-800, 
400-800, 450-800, 500-800, 550-800, 600-800, 650-800, 700-800, 750-800, 
310-750, 350-750, 400-750, 450-750, 500-750, 550-750, 600-750, 650-750, 
700-750, 310-700, 350-700, 400-700, 450-700, 500-700, 550-700, 600-700, 

25 650-700, 310-650, 350-650, 400-650, 450-650, 500-650, 550-650, 600-650, 
310-600, 350-600, 400-600, 450-600, 500-600, 550-600, 310-500, 350-500, 
400-500, 450-500, 310-450, 350-450, 400-450, 310-400, 350,-400, 310-350, 
1050-1596, 1100-1596, 1150-1596, 1200-1596, 1250-1596, 1300-1596, 
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1350-1596, 1400-1596, 1450-1596, 1500-1596, 1550-1596, 1050-1550, 
1100-1550, 1150-1550, 1200-1550, 1250-1550, 1300-1550, 1350-1550, 
1400-1550, 1450-1550, 1500-1550, 1050-1500, 1 100-1500, 1 150-1500, 
1200-1500, 1250-1500, 1300-1500, 1350-1500, 1400-1500, 1450-1500, 

5 1050-1450, 1100-1450, 1150-1450, 1200-1450, 1250-1450, 1300-1450, 
1350-1450, 1400-1450, 1050-1400, 1100-1400, 1150-1400, 1200-1400, 
1250-1400, 1300-1400, 1350-1400, 1050-1350, 1100-1350, 1150-1350, 
1200-1350, 1250-1350, 1300-1350, 1050-1300, 1100-1300, 1150-1300, 
1200-1300, 1250-1300, 1050-1250, 1 100-1250, 1 150-1250, 1200-1250, 

10 1050-1200, 1100-1200, 1150-1200, 1050-1150, 1100-1150, and 1050-1100 of 
SEQ IDN0:3. 

By a polynucleotide which hybridizes to a "portion" of a polynucleotide 
is intended a polynucleotide (either DNA or RNA) hybridizing to at least about 
15 nucleotides (nt), and more preferably at least about 20 nt, still more preferably 

15 at least about 30 nt, and even more preferably about 30-70 (e.g., 50) nt of the 
reference polynucleotide. These are useful as diagnostic probes and primers as 
discussed above and in more detail below. 

By a portion of a polynucleotide of "at least 20 nt in length," for example, 
is intended 20 or more contiguous nucleotides from the nucleotide sequence of the 

20 reference polynucleotides (e.g., the deposited cDNAs or the nucleotide sequences 
as shown in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0;3, 
respectively)). Of course, a polynucleotide which hybridizes only to a poly A 
sequence (such as the 3' terminal poly(A) tract of the Nodal and Lefty cDNAs 
shown in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, 

25 respectively)), or to a complementary stretch of T (or U) residues, would not be 
included in a polynucleotide of the invention used to hybridize to a portion of a 
nucleic acid of the invention, since such a polynucleotide would hybridize to any 
nucleic acid molecule containing a poly (A) stretch or the complement thereof 
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(e.g., practically any double-stranded cDNA clone generated using oligo dT as a 
primer). 

In preferred embodiments, polynucleotides which hybridize to the 
reference polynucleotides disclosed herein encode polypeptides which either 
5. retain substantially the same biological function or activity as the mature form or 
TGF-p-like active form of the Nodal polypeptide encoded by the polynucleotide 
sequences depicted in Figures 1 A and IB (SEQ ID NO: I) and/or substantially the 
same biological function or activity as the mature form or TGF-p-like active forms 
of the Lefty polypeptide encoded by the polynucleotide sequences depicted in 
10 Figures 2A and 2B (SEQ ID N0:1) depicted in Figures 2A and 23 (SEQ ID 
N0:3), or the cDNAs contained in the deposit (HTLFA20, HNGEF08, and 
HUKEJ46). 

Alternative embodiments are directed to polynucleotides which hybridize 
to the reference polynucleotide (i.e., a polynucleotide sequence disclosed herein), 
15 but do not retain biological activity. While these polynucleotides do not retain 
biological activity, they have uses, such as, for example, as probes for the 
polynucleotides of SEQ ID N0:1 or SEQ ID N0:3, for recovery of the 
polynucleotides, as diagnostic probes, and as PGR primers. 

As indicated, nucleic acid molecules of the present invention which encode 
20 a Lefty polypeptide may include, but are not limited to those encoding the amino 
acid sequence of the mature form of the polypeptide, by itself; and the coding 
sequence for the mature form of the polypeptide and additional sequences, such 
as those encoding the about 1 8 amino acid leader or secretory sequence, such as a 
pre-, or pro- or prepro- protein sequence; the coding sequence of the mature 
25 polypeptide, with or without the aforementioned additional coding sequences. 

As indicated, nucleic acid molecules of the present invention which encode 
a Nodal polypeptide may include, but are not limited to, those encoding the 
amino acid sequence of the complete polypeptide, by itself; and the coding 
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sequence for the complete polypeptide and additional sequences, such as those 
encoding an added secretory leader sequence, such as a pre-, or pro- or prepro- 
protein sequence. 

Also encoded* by nucleic acids of the invention are the above protein 
5 sequences together with additional, non-coding sequences, including for example, 
but not limited to introns and non-coding 5' and 3' sequences, such as the 
transcribed, non-translated sequences that play a role in transcription, mRNA 
processing, including splicing and polyadenylation signals, for example - ribosome 
binding and stability of mRNA; an additional coding sequence which codes for 

10 additional amino acids, such as those which provide additional functionalities. 

Thus, the sequences encoding the polypeptides may be fused to a marker 
sequence, such as a sequence encoding a peptide which facilitates purification of 
the fused polypeptide. In certain preferred embodiments of the invention, the 
marker amino acid sequence is a hexa-histidine peptide, such as the tag provided 

15 in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, Chatsworth, CA, 91311), 
among others, many of which are commercially available. As described by Gentz 
and colleagues {Proc. Nail Acad, ScL USA 86:821-824 (1989)), for instance, 
hexa-histidine provides for convenient purification of the fusion protein. The 
"HA" tag is another peptide useftil for purification which corresponds to an 

20 epitope derived from the influenza hemagglutinin protein, which has been 
described by Wilson and coworkers (Cell 37:767 (1984)). As discussed below, 
other such fusion proteins include the Nodal and Lefty fused to Fc at the N- or 
C-terminus. 

The present invention further relates to variants of the nucleic acid 
25 molecules of the present invention, which encode portions, analogs or derivatives 
of the Nodal and Lefty proteins. Variants may occur naturally, such as a natural 
allelic variant. By an "allelic variant" is intended one of several alternate forms of 
a gene occupying a given locus on a chromosome of an organism {Genes II, Lewin, 
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B., ed., John Wiley & Sons, New York (1985)). Non-naturally occurring variants 
may be produced using art-known mutagenesis techniques. 

Such variants include those produced by nucleotide substitutions, 
deletions or additions. The substitutions, deletions or additions may involve one 
5 or more nucleotides. The variants may be altered in coding regions, non-coding 
regions, or both. Alterations in the coding regions may produce conservative or 
non-conservative amino acid substitutions, deletions or additions. Especially 
preferred among these are silent substitutions, additions and deletions, which do 
not alter the properties and activities of the Nodal and Lefty proteins or portions 
10 thereof Also especially preferred in this regard are conservative substitutions. 

Most highly preferred are nucleic acid molecules encoding the mature form 
of the protein having the amino acid sequence shown in SEQ ID N0:4 or the 
mature Lefty amino acid sequence encoded by the deposited cDNA clone. 

Most highly preferred are nucleic acid molecules encoding the active 
15 domain of the proteins having the amino acid sequence shown in SEQ ID N0:2 or 
SEQ ID N0:4 or the active domains of the Nodal and Lefty amino acid sequences 
encoded by the deposited cDNA clones. By "active domain", is meant the 
C-terminal region of a Nodal or Lefty polypeptide, or fragment thereof, which 
has been processed either in vitro or in vivo such that the C-terminal region has 
20 been cleaved from the remainder of the molecule just C-terminal to one or more of 
the TGF-p cleavage consensus sites as indicated in Figures 1 A and IB and 2A and 
2B. 

Further embodiments include an isolated nucleic acid molecule comprising 
a polynucleotide having a nucleotide sequence at least 90% identical, and more 
25 preferably at least 95%, 96%, 97%, 98% or 99% identical to a polynucleotide 
selected from the group consisting of: (a) a nucleotide sequence encoding the 
Nodal polypeptide having the complete amino acid sequence in SEQ ID N0:2 
(i.e., positions 1 to 283 of SEQ ID N0:2); (b) a nucleotide sequence encoding the 
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predicted active Nodal polypeptide having the amino acid sequence at positions 
173 to 283 of SEQ ID N0:2; (c) a nucleotide sequence encoding the Nodal 
polypeptide having the complete amino acid sequence encoded by the cDNA 
clone contained in ATCC Deposit No. 209092 and/or 209135; (d) a nucleotide 
5 sequence encoding the active domain of the Nodal polypeptide having the amino 
acid sequence encoded by the cDNA clone contained in ATCC Deposit No. 
209092 and/or 209135; (e) a nucleotide sequence encoding the Lefty polypeptide 
having the complete amino acid sequence in SEQ ID N0:4 (i.e., positions -18 to 
348 of SEQ ID N0:4); (f) a nucleotide sequence encoding the Lefty polypeptide 

10 having the complete amino acid sequence in SEQ ID N0:4 excepting the N- 
terminal methionine (i.e., positions -1 7 to 348 of SEQ ID N0:4); (g) a nucleotide 
sequence encoding the predicted active domain of the Lefty polypeptide having 
the amino acid sequence at positions 60 to 348 of SEQ ID N0:4; (h) a nucleotide 
sequence encoding the predicted active domain of the Lefty polypeptide having 

15 the amino acid sequence at positions 118 to 348 of SEQ ID N0:4; (i) a . 
nucleotide sequence encoding the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 125 to 348 of SEQ ID 
N0:4; (j) a nucleotide sequence encoding the Lefty polypeptide having the 
complete amino acid sequence encoded by the cDNA clone contained in ATCC 

20 Deposit No. 209091; (k) a nucleotide sequence encoding the Lefty polypeptide 
having the complete amino acid sequence excepting the N-terminal methionine 
encoded by the cDNA clone contained in ATCC Deposit No. 209091; (1) a 
nucleotide sequence encoding the active domain of the Lefty polypeptide having 
the amino acid sequence encoded by the cDNA clone contained in ATCC Deposit 

25 No. 209091; and (m) a nucleotide sequence complementary to any of the 
nucleotide sequences in (a) through (1) above. 

Further embodiments of the invention include isolated nucleic acid 
molecules that comprise a polynucleotide having a nucleotide sequence at least 
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90% identical, and more preferably at least 95%, 96%, 97%, 98% or 99% 
identical, to any of the nucleotide sequences in (a) through (m) above, or a 
polynucleotide which hybridizes under stringent hybridization conditions to a 
polynucleotide in (a) through (m) above. This polynucleotide which hybridizes 
5 does not hybridize under stringent hybridization conditions to a polynucleotide 
having a nucleotide sequence consisting of only A residues or of only T residues. 
An additional nucleic acid embodiment of the invention relates to an isolated 
nucleic acid molecule comprising a polynucleotide which encodes the amino acid 
sequence of an epitope-bearing portion of a Nodal and Lefty polypeptide having 

10 an amino acid sequence in (a) through (1) above. A further nucleic acid 
embodiment of the invention relates to an isolated nucleic acid molecule 
comprising a polynucleotide which encodes the amino acid sequence of a Human 
• Nodal or Human Lefty polypeptide having an amino acid sequence which 
contains at least one conservative amino acid substitution, but not more than 50 

15 conservative amino acid substitutions, even more preferably, not more than 40 
conservative amino acid substitutions, still more preferably not more than 30 
conservative amino acid substitutions, and still even more preferably not more 
than 20 conservative amino acid substitutions. Of course, in order of 
ever-increasing preference, it is highly preferable for a polynucleotide which 

20 encodes the amino acid sequence of a Human Nodal or Human Lefty polypeptide 
to have an amino acid sequence which contains not more than 7-10, 5-10, 3-7, 3- 
5, 2-5, 1-5, 1-3, 10, 9, 8, 7, 6, 5, 4, 3, 2 or 1 conservative amino acid 
substitutions. 

By a polynucleotide having a nucleotide sequence at least, for example, 
25 95% "identical" to a reference nucleotide sequence encoding a Nodal or Lefty 
polypeptide is intended that the nucleotide sequence of the polynucleotide is 
identical to the reference sequence except that the polynucleotide sequence may 
include up to five point mutations per each 100 nucleotides of the reference 
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nucleotide sequences encoding the Nodal and Lefty polypeptides. In other 
words, to obtain a polynucleotide having a nucleotide sequence at least 95% 
identical to a reference nucleotide sequence, up to 5% of the nucleotides in the 
reference sequence may be deleted or substituted with another nucleotide, or a 
5 number of nucleotides up to 5% of the total nucleotides in the reference sequence 
may be inserted into the reference sequence. These mutations of the reference 
sequence may occur at the 5' or 3' terminal positions of the reference nucleotide 
sequence or anywhere between those terminal positions, interspersed either 
individually among nucleotides in the reference sequence or in one or more 

10 contiguous groups within the reference sequence. 

As a practical matter, whether any particular nucleic acid molecule is at 
least 90%, 95%, 96%, 97%, 98% or 99% identical to, for instance, the nucleotide 
sequences shown in Figures lA and B and 2A and B or to the nucleotides 
sequence of the deposited cDNA clones can be determined conventionally using 

15 known computer programs such as the Bestfit program (Wisconsin Sequence 
Analysis Package, Version 8 for Unix, Genetics Computer Group, University 
Research Park, 575 Science Drive, Madison, WI 53711). Bestfit uses the local 
homology algorithm of Smith and Waterman to find the best segment of 
homology between two sequences (Advances in Applied Mathematics 2:482-489 

20 (1981)). When using Bestfit or any other sequence alignment program to 
determine whether a particular sequence is, for instance, 95% identical to a 
reference sequence according to the present invention, the parameters are set, of 
course, such that the percentage of identity is calculated over the full length of the 
reference nucleotide sequence and that gaps in homology of up to 5% of the total 

25 number of nucleotides in the reference sequence are allowed. A preferred method 
for determining the best overall match between a query sequence (a sequence of 
the present invention) and a subject sequence, also referred to as a global sequence 
alignment, can be determined using the FASTDB computer program based on the 
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algorithm of Brutlag and colleagues {Comp. App. BioscL 6:237-245 (1990)). In a 
sequence alignment the query and subject sequences are both DNA sequences. 
An RNA sequence can be compared by converting U's to T's. The result of said 
global sequence alignment is in percent identity. Preferred parameters used in a 
5 FASTDB alignment of DNA sequences to calculate percent identity are: 
Matrix=Unitary, k-tuple=4, Mismatch Penalty=l, Joining Penalty=30, 
Randomization Group Length-0, Cutoff Score=l, Gap Penalty=5, Gap Size 
Penalty 0.05, Window Size=500 or the length of the subject nucleotide sequence, 
whichever is shorter. 

10 If the subject sequence is shorter than the query sequence because of 5' or 

3' deletions, not because of intemal deletions, a manual correction must be made 
to the results. This is because the FASTDB program does not account for 5' and 
3' truncations of the subject sequence when calculating percent identity. For 
subject sequences truncated at the 5' or 3' ends, relative to the query sequence, 

15 the percent identity is corrected by calculating the number of bases of the query 
sequence that are 5' and 3' of the subject sequence, which are not 
matched/aligned, as a percent of the total bases of the query sequence. Whether a 
nucleotide is matched/aligned is determined by results of the FASTDB sequence 
alignment. This percentage is then subtracted from the percent identity, 

20 calculated by the above FASTDB program using the specified parameters, to 
arrive at a final percent identity score. This corrected score is what is used for 
the purposes of the present invention. Only bases outside the 5' and 3' bases of 
the subject sequence, as displayed by the FASTDB alignment, which are not 
matched/aligned with the query sequence, are calculated for the purposes of 

25 manually adjusting the percent identity score. 

For example, a 90 base subject sequence is aligned to a 100 base query 
sequence to determine percent identity. The deletions occur at the 5' end of the 
subject sequence and therefore, the FASTDB alignment does not show a 
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matched/alignment of the first 10 bases at 5' end. The 10 unpaired bases 
represent 10% of the sequence (number of bases at the 5' and 3' ends not 
matched/total number of bases in the query sequence) so 10% is subtracted from 
the percent identity score calculated by the FASTDB program. If the remaining 

5 90 bases were perfectly matched the final percent identity would be 90%. In 
another example, a 90 base subject sequence is compared with a 100 base query 
sequence. This time the deletions are internal deletions so that there are no bases 
on the 5' or 3' of the subject sequence which are not matched/aligned with the 
query. In this case the percent identity, calculated by FASTDB is not manually 

10 corrected. Once again, only bases 5' and 3' of the subject sequence which are not 
matched/aligned with the query sequence are manually corrected for. No other 
manual corrections are to made for the purposes of the present invention. 

The present application is directed to nucleic acid molecules at least 90%, 
95%, 96%, 97%, 98% or 99% identical to the nucleic acid sequences shown in 

15 Figures 1 A and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, respectively) 
or to the nucleic acid sequences of the deposited cDN As, irrespective of whether 
they encode a polypeptide having Nodal or Lefty activity. This is because even 
where a particular nucleic acid molecule does not encode a polypeptide having 
Nodal or Lefty activity, one of skill in the art would still know how to use the 

20 nucleic acid molecule, for instance, as a hybridization probe or a polymerase chain 
reaction (PGR) primer. Uses of the nucleic acid molecules of the present 
invention that do not encode a polypeptide having Nodal or Lefty activity 
include, inter alia, (1) isolating the Nodal or Lefty genes or allelic variants thereof 
in a cDNA library; (2) in situ hybridization (e.g., "FISH") to metaphase 

25 chromosomal spreads to provide precise chromosomal location of the Nodal or 
Lefty genes, as described by Verma and colleagues {Human Chromosomes: A 
Manual of Basic Techniques, Pergamon Press, New York (1988)); and Northern 
Blot analysis for detecting Nodal or Lefty mRNA expression in specific tissues. 
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Preferred, however, are nucleic acid molecules having sequences at least 
90%, 95%, 96%, 97%), 98% or 99% identical to the nucleic acid sequences shown 
in Figures lA and B and 2A and B (SEQ ID N0:1 and SEQ ID N0:3, 
respectively) or to the nucleic acid sequences of the deposited cDNAs or to 

5 fragments of these polynucleotides as described herein, which do, in fact, encode 
polypeptides having Nodal or Lefty activity. By "a polypeptide having Nodal or 
Lefty activity" is intended polypeptides exhibiting activity similar, but not 
necessarily identical, to an activity of the active forms of Nodal or Lefty proteins 
of the invention, as measured in a particular biological assay. For example, the 

10 Nodal and Lefty proteins of the present invention are involved in the regulation 
of cell grovnh and differentiation. Other TGF-p-like molecules have the capacity 
to stimulate the proliferation of human endothelial cells in the presence of the 
comitogen concanavalin A (conA). Such an activity may be easily assayed by 
directly examining the effects of Nodal or Lefty or any muteins thereof on the 

15 proliferation of human endothelial cells as follows. Endothelial cells are obtained 
and cultured in 96 well flat-bottomed culture dishes (Costar, Cambridge, MA) in 
RPMI 1640 medium supplemented with 10% heat-inactivated fetal bovine serum 
(HyClone Labs, Logan, UT), 1% L-glutamine, 100 U/mL penicillin, 100 fig/noL 
streptomycin, 0.1%) gentamicin (Life Technologies, Inc., Rockville, MD) in the 

20 presence of 2 ng/mL conA (Calbiochem, La JoUa, CA). ConA and the 
polypeptide to be analyzed are added to a final volume of medium of 0.2 mL. 
After 60 h at 3TC, cultures are pulsed with 1 ^Ci of pH]-thymidine (5 Ci/mmol; 
1 Ci=37 BGq; NEN) for 12-18 h and harvested onto glass fiber filters (PhD; 
Cambridge Technology, Watertown, MA). Mean [-^HJ-thymidine incorporation 

25 (CPM) of triplicate cultures is determined using a liquid scintillation counter 
(Beckman Instruments, Irvine, CA). Significant [^H]-thymidine incorporation 
indicates stimulation of endothelial cell proliferation. Such activity is useful for 
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determining the potential for inducing or repressing the capacity for cellular 
growth and proliferation that Nodal or Lefty or a mulein thereof may possess. 

Nodal and Lefty proteins regulate cellular proliferation and differentiation 
in a dose-dependent manner in the above-described assays. Although the 
5 compositions of the invention need not regulate cellular proliferation and 
differentiation in a dose-dependent manner, it is preferred that "a polypeptide 
having Nodal or Lefty activity" includes polypeptides that also exhibit any of the 
same cellular proliferation and differentiation regulatory activities in the above- 
described assays in a dose-dependent manner. Although the degree of 

10 dose-dependent activity need not be identical to that of the Nodal or Lefty 
proteins, preferably, "a polypeptide having Nodal or Lefty protein activity" will 
exhibit substantially similar dose-dependence in a given activity as compared to 
the Nodal or Lefty proteins (i.e., the candidate polypeptide will exhibit greater 
activity or not more than about 25-fold less and, preferably, not more than about 

15 tenfold less activity relative to the reference Nodal and Lefty proteins). 

Further analysis of the ability of polypeptides of the invention to regulate 
cellular growth or differentiation of a particular cell type may be ascertained 
through the use of an in vitro colony forming assay to measure the extent of 
inhibition of myeloid progenitor cells (Youn, et ai, J, Immunol, 155:2661-2667 

20 (1995)). Briefly, this assay involves collecting human or mouse bone marrow cells 
and plating the same on agar, adding one or more growth factors and either (1) 
transfected host cell-supernatant containing Nodal or Lefty protein (or a 
candidate polypeptide) or (2) nontransfected host cell-supernatant control, and 
measuring the effect on colony formation by murine and human CFU- 

25 granulocyte-macrophages (CFU-GM), by human burst-forming unit-erythroid 
(BFU-E), or by human CFU granulocyte-erythroid-macrophage-megakaryocyte 
(CFU-GEMM). 
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Like other TGF-p-related molecules. Nodal and Lefty may exhibit an 
activity on leukocytes including, for example, monocytes, lymphocytes and 
neutrophils. For this reason, Nodal and Lefty are active in directing the 
proliferation and differentiation of these cell types. Such activity is useful, for 
5 example, for immune enhancement or suppression, myeloprotection, stem cell 
mobilization, acute and chronic inflammatory control and treatment of leukemia. 
Assays for measuring such activity are well known in the art (Peters, et ai, 
Immun. Today 17:273 {\996)\ Young, e( al., J. Exp. Med 182:1111 (1995); Caux, 
etal., Nature 390:25S (1992); and Santiago-Schwarz, et aL, Adv. Exp. Med. Biol 

10 378:7 (1995). 

Of course, due to the degeneracy of the genetic code, one of ordinary skill 
in the art will immediately recognize that a large number of the nucleic acid 
molecules having a sequence at least 90%, 95%, 96%, 97%, 98%, or 99% identical 
to the nucleic acid sequence of the deposited cDNA or the nucleic acid sequences 

15 shown in Figures lA and B and 2A and B (SEQ ID NO:l and SEQ ID N0:3, 
respectively), or fragments thereof, will encode polypeptides "having Nodal or 
Lefty protein activity." In fact, since degenerate variants of these nucleotide 
sequences all encode the same polypeptides, this will be clear to the skilled 
artisan even without performing the above described comparison assay. It will be 

20 further recognized in the art that, for such nucleic acid molecules that are not 
degenerate variants, a reasonable number will also encode a polypeptide having 
Nodal or Lefty activity. This is because the skilled artisan is fully aware of 
amino acid substitutions that are either less likely or not likely to significantly 
effect protein function (e.g., replacing one aliphatic amino acid with a second 

25 aliphatic amino acid), as further described below. 

Polynucleotide Assays 
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The invention also encompasses the use of Nodal and Lefty 
polynucleotides to detect complementary polynucleotides, such as, for example, 
as a diagnostic reagent for detecting diseases or susceptibility to diseases related 
to the presence of mutated Nodal and Lefty. Such diseases are related to an 

5 under-expression of Nodal and Lefty, such as, for example, abnormal cellular 
proliferation such as tumors and cancers. 

Individuals carrying mutations in the human Nodal or Lefty genes may be 
detected at the DNA level by a variety of techniques. Nucleic acids for diagnosis 
may be obtained from a patient's cells, such as from blood, urine, saliva, tissue 

!0 biopsy and autopsy material. The genomic DNA may be used directly for 
detection or may be amplified enzymatically by using PCR (Saiki et al, Nature 
324:163-166 (1986)) prior to analysis. RNA or cDNA may also be used for the 
same purpose. As an example, PCR primers complementary to the nucleic acid 
encoding Nodal or Lefty can be used to identify and analyze Nodal or Lefty 

15 mutations. For example, deletions and insertions can be detected by a change in 
size of the amplified product in comparison to the normal genotype. Point 
mutations can be identified by hybridizing amplified DNA to radiolabeled Nodal 
or Lefty RNA or alternatively, radiolabeled Nodal or Lefty antisense DNA 
sequences. Perfectly matched sequences can be distinguished from mismatched 

20 duplexes by RNase A digestion or by differences in melting temperatures. 

Genetic testing based on DNA sequence differences may be achieved by 
detection of alteration in electrophoretic mobility of DNA fragments in gels with 
or without denaturing agents. Small sequence deletions and insertions can be 
visualized by high resolution gel electrophoresis. DNA fragments of different 

25 sequences may be distinguished on denaturing formamide gradient gels in which 
the mobilities of different DNA fragments are retarded in the gel at different 
positions according to their specific melting or partial melting temperatures (see, 
e.g., Myers et aL, Science 230:1242 (1985)). 
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Sequence changes at specific locations may also be revealed by nuclease 
protection assays, such as RNase and SI protection or the chemical cleavage 
method (e.g., Cotton et al.Proc, Natl Acad Sci, USA, 85:4397-4401 (1985)). 

Thus, the detection of a specific DNA sequence may be achieved by 
5 methods such as hybridization, RNase protection, chemical cleavage, direct DNA 
sequencing or the use of restriction enzymes, (e.g., Restriction Fragment Length 
Polymorphisms (RFLP)) and Southern blotting of genomic DNA. 

In addition to more conventional gel-electrophoresis and DNA sequencing, 
mutations can also be detected by in situ analysis. 

1 0 Vectors and Host Cells 

While the Lefty and Nodal polypeptides (including fragments, 
variants derivatives, and analogs) of the invention can be chemically synthesized 
(e.g., see Creighton, 1983, Proteins: Structures and Molecular Principles, W.H. 
Freeman & Co., N.Y.), Lefty and Nodal polypeptides may advantageously be 

15 produced by recombinsmt DNA technology using techniques well known in the 
art for expressing gene sequences and/or nucleic acid coding sequences. Such 
methods can be used to construct expression vectors containing the 
polynucleotides of the invention and appropriate transcriptional and translational 
control signals. These methods include, for example, in vitro recombinant DNA 

20 techniques, synthetic techniques, and in vivo genetic recombination. See, for 
example, the techniques described in Sambrook et al., 1989, supra; Ausubel et al., 
1989, supra; Caruthers et al., 1980, Nuc. Acids Res. Symp. Ser. 7:215-233; Crea 
and Horn, 1980, Nuc. Acids Res. 9(10):2331; Matteucci and Caruthers, 1980, 
Tetrahedron Letters 21:719; and Chow and Kempe, 1981, Nuc. Acids Res. 

25 9(12):2807-2817. Alternatively, RNA capable of Lefty or Nodal sequences may 
be chemically synthesized using, for example, synthesizers. See, for example, the 
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techniques described in "Oligonucleotide Synthesis", 1984, Gait, M.J. ed., IRL 
Press, Oxford, which is incorporated by reference herein in its entirety. 

Thus, in one embodiment, the present invention relates to vectors which 
include the isolated DNA molecules (i.e., polynucleotides) of the present 
5 invention, host cells which are genetically engineered with the recombinant 
vectors, and the production of Nodal or Lefty polypeptides or fragments thereof 
by recombinant techniques using these host cells or host cells that have otherwise 
been genetically engineered using techniques known in art to express a 
polypeptide of the invention. The vector may be, for example, a phage, plasmid, 

10 viral or retroviral vector. Retroviral vectors may be replication competent or 
replication defective. In the latter case, viral propagation generally will occur 
only in complementing host cells. 

The polynucleotides may be joined to a vector containing a selectable 
marker for propagation in a host. Generally, a plasmid vector is introduced in a 

15 precipitate, such as a calcium phosphate precipitate, or in a complex with a 
charged lipid. If the vector is a virus, it may be packaged in vitro using an 
appropriate packaging cell line and then transduced into host cells. 

In one embodiment, the polynucleotide of the invention is operatively 
associated with an appropriate heterologous regulatory element (e.g., a promoter 

20 or enhancer or both), such as the phage lambda PL promoter, the £ coli lac, trp, 
phoA and tac promoters, the SV40 early and late promoters and promoters of 
retroviral LTRs, to name a few. Other suitable promoters will be known to the 
skilled artisan. 

In embodiments in which vectors contain expression constructs, these 
25 constructs will further contain sites for transcription initiation, termination and, 
in the transcribed region, a ribosome binding site for translation. The coding 
portion of the transcripts expressed by the constructs will preferably include a 
translation initiating codon at the beginning and a termination codon (UAA, 
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UGA or UAG) appropriately positioned at the end of the polypeptide to be 
translated. 

As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydro folate reductase, 0418 or 
5 neomycin resistance for eukaryotic cell culture and tetracycline, kanamycin or 
ampicillin resistance genes for culturing in E. coU and other bacteria. 
Representative examples of appropriate hosts include, but are not limited to, 
bacterial cells, such as E, coli, Streptomyces and Salmonella typhimurium cells; 
fungal cells, such as yeast cells; insect cells such as Drosophila S2 and 

10 Spodoptera Sf9 cells; animal cells such as CHO, COS, 293 and Bowes melanoma 
cells; and plant cells. Appropriate culture mediums and conditions for the 
above-described host cells are known in the art. 

Vectors preferred for use in bacteria include pHE4-5, pQE70, pQE60 and 
pQE-9 (QIAGEN, Inc., supra); pBS vectors, Phagescript vectors, Bluescript 

15 vectors, pNH8A, pNH16a, pNHlSA, pNH46A (Stratagene); and ptrc99a, 
pKK223-3, pKK233-3, pDR540, pRIT5 (Pharmacia), Among preferred 
eukaryotic vectors are pWLNEO, pSV2CAT, pOG44, pXTl, and pSG 
(Stratagene); and pSVK3, pBPV, pMSG and pSVL (Pharmacia). Other suitable 
vectors will be readily apparent to the skilled artisan. 

20 Introduction of the construct into the host cell can be effected by calcium 

phosphate transfection, DEAE-dextran mediated transfection, cationic 
lipid-mediated transfection, electroporation, transduction, infection or other 
methods. Such methods are described in many standard laboratory manuals (for 
example, Davis, et aL, Basic Methods In Molecular Biology (1986)). 

25 In addition to encompassing host cells containing the vector constructs 

discussed herein, the invention also encompasses primary, secondary, and 
immortalized host cells of vertebrate origin, particularly those of mammalian 
origin, that have been engineered to delete or replace endogenous genetic material 
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(e.g., Human Nodal or Human Lefty coding sequence), and/or to include genetic 
material (e.g. heterologous polynucleotide sequences) that is operably associated 
with Human Nodal or Human Lefty polynucleotides of the invention, and which 
activates, alters, and/or amplifies endogenous Human Nodal or Human Lefty 
5 polynucleotides. For example, techniques known in the art may be used to 
operably associate heterologous control regions (e.g. promoter and/or enhancer) 
and endogenous Human Nodal or Human Lefty polynucleotide sequences via 
homologous recombination (see, e.g. U.S. Patent No. 5,641,670, issued June 24, 
1997; International Publication No. WO 96/29411, published September 26, 

10 1996; International Publication No. WO 94/12650, published August 4, 1994; 
Koller et al., Proc. Natl, Acad. Sci, USA 86:8932-8935 (1989); and Zijlstra, et al., 
Nature 342:435-438 (1989), the disclosures of each of which are hereby 
incorporated by reference in their entireties). 

The polypeptide may be expressed in a modified form, such as a fusion 

15 protein, and may include not only secretion signals, but also additional 
heterologous functional regions. For instance, a region of additional amino acids, 
particularly charged amino acids, may be added to the N-terminus of the 
polypeptide to improve stability and persistence in the host cell, during 
purification, or during subsequent handling and storage. Also, peptide moieties 

20 may be added to the polypeptide to facilitate purification. Such regions may be 
removed prior to final preparation of the polypeptide. The addition of peptide 
moieties to polypeptides to engender secretion or excretion, to improve stability 
and to facilitate purification, among others, are familiar and routine techniques in 
the art. A preferred fusion protein comprises a heterologous region from 

25 immunoglobulin that is useful to stabilize and purify proteins. For example, 
EP-A-0 464 533 (Canadian counterpart 2045869) discloses fusion proteins 
comprising various portions of constant region of immunoglobulin molecules 
together with another human protein or part thereof In many cases, the Fc part 
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in a fusion protein is thoroughly advantageous for use in therapy and diagnosis 
and thus results, for example, in improved pharmacokinetic properties (EP-A 
0232 262). On the other hand, for some uses it would be desirable to be able to 
delete the Fc part after the fusion protein has been expressed, detected and 
5 purified in the advantageous manner described. This is the case when Fc portion 
proves to be a hindrance to use in therapy and diagnosis, for example when the 
fusion protein is to be used as antigen for immunizations. In drug discovery, for 
example, human proteins, such as hIL-5, have been fused with Fc portions for the 
purpose of high -throughput screening assays to identify antagonists of hIL-5 

10 (Bennett, D., ei aL. J. Molecular Recognition 8:52-58 (1 995); Johanson, K., e( aL, 
J. Biol Chem. 270:9459-9471 (1995)). 

The Nodal and Lefty proteins can be recovered and purified from 
recombinant cell cultures by well-known methods including ammonium sulfate or 
ethanol precipitation, acid extraction, anion or cation exchange chromatography, 

15 phosphocellulose chromatography, hydrophobic interaction chromatography, 
affinity chromatography, hydroxylapatite chromatography and lectin 
chromatography. Most preferably, high performance liquid chromatography 
("HPLC") is employed for purification. Polypeptides of the present invention 
include: products purified from natural sources, including bodily fluids, tissues 

20 and cells, whether directly isolated or cuhured; products of chemical synthetic 
procedures; and products produced by recombinant techniques from a 
prokaryotic or eukaryotic host, including, for example, bacterial, yeast, higher 
plant, insect and mammalian cells. Depending upon the host employed in a 
recombinant production procedure, the polypeptides of the present invention 

25 may be glycosylated or may be non-glycosylated. In addition, polypeptides of 
the invention may also include an initial modified methionine residue, in some 
cases as a result of host-mediated processes. Thus, it is well known in the art 
that the N-terminal methionine encoded by the translation initiation codon 
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generally is removed with high efficiency from any protein after translation in all 
eukaryotic cells. While the N-terminal methionine on most proteins also is 
efficiently removed in most prokaryotes, for some proteins this prokaryotic 
removal process is inefficient, depending on the nature of the amino acid to which 
5 the N-terminal methionine is covalently Hnked. 

Included within the scope of the invention are Lefty and Nodal 
polypeptides (including fragments, variants, derivatives and analogs) which are 
differentially modified during or after translation, e.g., by glycosylation, 
acetylation, phosphorylation, amidation, derivatization by known 

10 protecting/blocking groups, proteolytic cleavage, linkage to an antibody molecule 
or other cellular ligand, etc. Any of numerous chemical modifications may be 
carried out by known techniques, including, but not limited to, specific chemical 
cleavage by cyanogen bromide, trypsin, chymotrypsin, papain, V8 protease, 
NaBH4; acetylation, formylation, oxidation, reduction; metabolic synthesis in the 

15 presence of tunicamycin; etc. In a specific embodiment, the compositions of the 
invention are conjugated to other molecules to increase their water-solubility (e.g., 
polyethylene glycol), half-life, or ability to bind targeted tissue (e.g., 
bisphosphonates and fluorochromes to target the proteins to bony sites). 

20 Polypeptides and Fragments 

The invention further provides isolated Nodal and Lefty polypeptides 
having the amino acid sequences encoded by the deposited cDNAs, or the amino 
acid sequences in SEQ ID N0:2 and SEQ ID N0:4, respectively, or a peptide or 
polypeptide comprising a fragment (i.e., a portion) of the above polypeptides. 
25 The polypeptides and polynucleotides of the present invention are 

preferably provided in an isolated form, and preferably are purified to a point 
within the range of near complete (e.g., >90% pure) to complete (e.g., >99% 
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pure) homogeneity. The term "isolated" means that the material is removed from 
its original environment (e.g., the natural environment if it is naturally occurring). 
For example, a naturally-occurring polynucleotide or polypeptide present in a 
living animal is not isolated, but the same polynucleotide or polypeptide, 
5 separated from some or all of the coexisting materials in the natural system, is 
isolated. Also intended as an "isolated polypeptide" are polypeptides that have 
been purified partially or substantially from a recombinant host cell. For 
example, a recombinantly produced version of a Nodal or Lefty polypeptide can 
be substantially purified by the one-step method described by Smith and Johnson 

10 (Gene 67:31-40 (1988)). Such polynucleotides could be part of a vector and/or 
such polynucleotides or polypeptides could be part of a composition, and still be 
isolated in that such vector or composition is not part of its natural environment. 
Isolated polypeptides and polynucleotides according to the present invention 
also include such molecules produced naturally or synthetically. Polypeptides 

15 and polynucleotides of the invention also can be purified from natural or 
recombinant sources using anti-Nodal or anti-Lefty antibodies of the invention 
which may routinely be generated and utilized using methods known in the art. 

To improve or alter the characteristics of Nodal and Lefty polypeptides, 
protein engineering rnay be employed. Recombinant DNA technology known to 

20 those skilled in the art can be used to create novel mutant proteins or muteins 
including single or multiple amino acid substitutions, deletions, additions or 
fusion proteins. Such modified polypeptides can show, e.g., enhanced activity or 
increased stability. In addition, they may be purified in higher yields and show 
better solubility than the corresponding natural polypeptide, at least under 

25 certain purification and storage conditions. 

The present invention also encompasses fragments of the above-described 
Nodal and Lefty polypeptides. Polypeptide fragments of the present invention 
include polypeptides comprising an amino acid sequence contained in SEQ ID 
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N0:2, SEQ ID N0:4, encoded by the cDNA contained in the deposited clones 
(HTLFA20 and HNGEF08, (encoding Nodal) and HUKEJ46 (encoding Lefty)), 
or encoded by nucleic acids which hybridize (e.g., under stringent hybridization 
conditions) to the nucleotide sequence contained in the deposited clones, that 
5 shown in Figures 1 A and IB (SEQ ID N0:1) and/or Figures 2 A and 2B (SEQ ID 
N0:3), or the complementary strand thereto. 

Polypeptide fragments may be "free-standing" or comprised within a 
larger polypeptide of which the fragment forms a part or region, most preferably 
as a single continuous region. Representative examples of polypeptide fragments 

10 of the invention, included, for example, fragments that comprise or alternatively, 
consist of, from about amino acid residues, 1 to 20, 21 to 40, 41 to 60, 61 to 83, 
84 to 100, 101 to 120, 121 to 140, 141 to 160, 161 to 180, 181 to 200, 201 to 
220, 201 to 224, 210 to 231, 221 to 240, 241 to 260, 261 to 280, 261 to 283, 281 
to 289, 281 to 300, 301 to 320, 321 to 340, 341 to 348, 341 to 360, and 341 to 

15 366 of SEQ ID N0:2 and/or SEQ ID N0:4. Moreover, polypeptide fragments 
can be at least about 20, 30, 40, 50, 60, 70, 80, 90, 100, 1 10, 120, 130, 140, 150, 
160, 170, 180, 190, 200, 210, 220, 230, 240, 250, 260, 270, 280, 290, 300, 310, 
320, 330, 340, 350 or 360 amino acids in length: In this context "about" includes 
the particularly recited ranges, larger or smaller by several (i.e. 5, 4, 3, 2 or 1) 
. 20 amino acids, at either extreme or at both extremes. 

In other embodiments, the fragments or polypeptides of the invention 
(i.e., those described herein) are not larger than 325, 300, 250, 225, 200, 185, 175, 
170, 165, 160, 155, 150, 145, 140, 135, 130, 125, 120, 115, 110, 105, 100, 90, 80, 
75, 60, 50, 40, 30 or 25 amino acids residues in length, 

25 Additional embodiments encompass polypeptide fragments comprising 

one or more functional regions of Nodal or Lefty polypeptides of the invention, 
such as, one or more Gamier-Robson alpha-regions, beta-regions, turn-regions, 
and coil-regions, Chou-Fasman alpha-regions, beta-regions, and coil-regions. 
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Kyte-Doolittle hydrophilic regions and hydrophobic regions, Eisenberg alpha- 
and beta-amphipathic regions, Karplus-Schulz flexible regions, Emini 
surface-forming regions and Jameson- Wolf regions of high antigenic index, or any 
combination thereof, as disclosed in Figures 5 and 6 and in Tables 1 and II and as 
5 described herein. 

Further preferred embodiments encompass polypeptide fragments 
comprising, or alternatively consisting of, the TGF-p-like domain of Nodal (amino 
acid residues 1 74-283 of SEQ ID N0:2). 

Additional preferred embodiments encompass polypeptide fragments 

10 comprising, or alternatively consisting of, the mature domain of Lefty (amino acid 
residues 1-348 of SEQ ID N0:4), the first predicted TGF-p-like domain of Lefty 
(amino acid residues 60-348 of SEQ ID N0;4), the second predicted TGF-p-like 
domain of Lefty (amino acid residues 1 18-348 of SEQ ID N0:4), and/or the third 
predicted TGF-p-like domain of Lefty (amino acid residues 125-348 of SEQ ID 

15 N0:4). 

In specific embodiments, polypeptide fragments of the invention 
comprise, or alternatively, consist of, amino acid residues aspartic acid-1 to 
alanine-27, arginine-30 to glutamic acid-58, cysteine-64 to phenylalanine-82, 
glycine-85 to serine- 110, and leucine- 130 to leucine-283 of the Nodal sequence 

20 recited in SEQ ID N0:2. In additional specific embodiments, polypeptide 
fragments of the invention comprise, or alternatively, consist of, amino acid 
residues leucine-(-15) to serine-(-2), alanine-3 to leucine-19, valine-34 to 
histidine-51, arginine-54 to leucine-72, glutamic acid-75 to arginine-1 14, 
arginine-117 to proline-192, histidine-198 to proline-209, glycine-211 to 

25 leucine-286, tryptophan-290 to glutamic acid-302, and serine-305 to pr61ine-348 
of the Lefty amino acid sequence recited in SEQ ID N0:4. These domains are 
regions of high identity identified by comparison of the TNF family member 
polypeptides shown in Figures 3 and 4. 
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. In additional specific embodiments, the polypeptides of the invention 
comprise, or alternatively consist of, amino acid residues 19 to 25, 84 to 104, 
105-125, 126 to 150, 151 to 170, 171 to 200, 201-250, 251 to 270, 271 to 297, 
329 to 339, and/or 340 363 of the Lefty amino acid sequence depicted in Figures 
5 2A and 2B. Polynucleotides encoding these polypeptides are also encompassed 
by the invention, as are polynucleotides that hybridize to the complementary 
strand of these encoding polynucleotides under high stringency conditions (e.g., 
as described herein) and polypeptides encoded by these hybridizing 
polynucleotides, 

10 The polypeptides of the present invention have uses which include, but 

are not limited to, a molecular weight marker on SDS-PAGE gels or on molecular 
sieve gel filtration columns using methods well known to those of skill in the art. 

As described in detail below, the polypeptides of the present invention 
can also be used to raise polyclonal and monoclonal antibodies, which are useful 

15 in assays for detecting Nodal or Lefty protein expression as described below or as 
agonists and antagonists capable of enhancing or inhibiting Nodal or Lefty protein 
function. Further, such polypeptides can be used in the yeast two-hybrid 
system to "capture" Nodal or Lefty protein binding proteins which are also 
candidate agonists and antagonists according to the present invention. The yeast 

20 two hybrid system is described by Fields and Song {Nature 340:245-246 (1989)). 

In another embodiment, the invention provides peptides or polypeptides 
comprising epitope-bearing portions of a polypeptide of the invention. The 
epitope of this polypeptide portion is an immunogenic or antigenic epitope of a 
polypeptide of the invention. An "immunogenic epitope" is defined as a part of a 

25 protein that elicits an antibody response when the whole protein is the 
immunogen. On the other hand, a region of a protein molecule to which an 
antibody can bind is defined as an "antigenic epitope". The number of 
immunogenic epitopes of a protein generally is less than the number of antigenic 
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epitopes (see, for instance, Geysen, et al., Proc. Natl. Acad Sci. USA 
81:3998-4002 (1983)). 

As to the selection of peptides or polypeptides bearing an antigenic 
epitope (i.e., that contain a region of a protein molecule to which an antibody can 
5 bind), it is well known in that art that relatively short synthetic peptides that 
mimic part of a protein sequence are routinely capable of eliciting an antiserum 
that reacts with the partially mimicked protein (see, for instance, Sutcliffe, J. G., 
et al., Science 219:660-666 (1983)). Peptides capable of eliciting protein-reactive 
sera are frequently represented in the primary sequence of a protein, can be 

10 characterized by a set of simple chemical rules, and are confined neither to 
immunodominant regions of intact proteins (i.e., immunogenic epitopes) nor to 
the amino or carboxyl terminals. Antigenic epitope-bearing peptides and 
polypeptides of the invention are therefore useful to raise antibodies, including 
monoclonal antibodies, that bind specifically to a polypeptide of the invention 

15 (see, for instance, Wilson, et al, Cell il-Jei-ll^ (1 984)). 

Antigenic epitope-bearing peptides and polypeptides of the invention 
preferably contain a sequence of at least seven, more preferably at least nine and 
most preferably between about 15 to about 30 amino acids contained within the 
amino acid sequence of a polypeptide of the invention. Non-limiting examples of 

20 antigenic polypeptides or peptides that can be used to generate Nodal-specific 
antibodies include: a polypeptide comprising amino acid residues from about 
Lys-54 to about Asp-62, from about Val-91 to about Leu-99, from about 
Lys-lOO to about Gln-108, from about Cys-116 to about Pro-124, from about 
Gin- 140 to about Leu- 148, from about Trp-156 to about Ser-164, ft-om about 

25 Arg-170, ,to about Gin- 181, from about Cys-212 to about Phe-224, from about 
Tyr-239, to about Thr-247, from about Pro-251, to about Met-259, and from 
about Asp-263, to about His-271. Non-limiting examples of antigenic 
polypeptides or peptides that can be used to generate Lefty-specific antibodies 
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include: a polypeptide comprising amino acid residues from about Asp-71 to 
about Ser-79, from about Arg-106 to about Val-1 14, from about Leu-136 to about 
Arg-144, from about Asp- 154 to about Asp- 164, from about His-171 to about 
Asp- 179, from about Gin- 189 to about Leu- 197, from about Pro-227 to about 
5 Glu-236, from about Gly-246 to about Glu-254, from about Pro-256 to about 
Gln-266, from about Cys-297 to about Ala-305, from about Ile-317 to about 
Pro-325, from about Ile-330 to about Val-340, and from about Val-348 to about 
Pro-366. These polypeptide fragments have been determined to bear antigenic 
epitopes of the Nodal and Lefty proteins by the analysis of the Jameson- Wolf 

10 antigenic index, as shown in Figures 5 and 6, and Tables I and II, above. 

The epitope-bearing peptides and polypeptides of the invention may be 
produced by any conventional means (see, for example, Houghten, R. A., et al\ 
Proc. Natl. Acad ScL USA 52:5131-5135 (1985); and U.S. Patent No. 4,631,211 
to Houghten, et al. (1986)). 

15 Epitope-bearing peptides and polypeptides of the invention are used to 

induce antibodies according to methods well known in the art (see, for instance, 
Sutcliffe, et al, supra; Wilson, et al., supra; Chow, M., et al, Proc. Natl. Acad. 
Sci. USA 82:910-914; and Bittle, F. J., et al, 1 Gen. Virol 66:2347-2354 
(1985)). Immunogenic epitope-bearing peptides of the invention, i.e., those parts 

20 of a protein that elicit an antibody response when the whole protein is the 
immunogen, are identified according to methods known in the art (see, for 
instance. Gey sen, a/., supra). Further still, U.S. Patent No. 5,194,392, issued 
to Geysen, describes a general method of detecting or determining the sequence of 
monomers (amino acids or other compounds) which is a topological equivalent of 

25 the epitope (i.e., a "mimotope") which is complementary to a particular paratope 
(antigen binding site) of an antibody of interest. More generally, U.S. Patent No. 
4,433,092, issued to Geysen, describes a method of detecting or determining a 
sequence of monomers which is a topographical equivalent of a ligand which is 
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complementary to the ligand binding site of a particular receptor of interest. 
Similarly, U.S. Patent No. 5,480,971, issued to Houghten ai^id colleagues, on 
Peralkylated Oligopeptide Mixtures discloses linear Cl-C7-alkyl peralkylated 
oligopeptides and sets and libraries of such peptides, as well as methods for using 

5 such oligopeptide sets and libraries for determining the sequence of a peralkylated 
oligopeptide that preferentially binds to an acceptor molecule of interest. Thus, 
non-peptide analogs of the epitope-bearing peptides of the invention also can be 
made routinely by these methods. 

For many proteins, including the extracellular domain of a membrane 

10 associated protein or the mature form(s) of a secreted protein, it is known in the 
art that one or more amino acids may be deleted from the N-terminus or C- 
terminus without substantial loss of biological function. For instance, Ron and 
colleagues {1 Biol Chem., 268:2984-2988 (1993)) reported modified KGF 
proteins that had heparin binding activity even if 3, 8, or 27 N-terminal amino 

15 acid residues were missing. In the present case, since the Nodal and Lefty 
proteins of the invention are members of the TGF-p polypeptide superfamily, 
deletions of N-terminal amino acids up to the N-terminal-most cysteine of the 
predicted active form of the proteins at positions 183 and 233 of SEQ ID N0:2 
and SEQ ID N0:4, respectively, may retain some biological activity such as 

20 receptor binding or modulation of target cell activities. Polypeptides having 
further N-terminal deletions including the Cys-183 and Cys-233 residues in SEQ 
ID NO:2 and SEQ ID N0:4, respectively, would not be expected to retain such 
biological activities because it is known that this residue in a TGF-p-related 
polypeptide is required for forming an integral part of the "cysteine knot motif 

25 required for biological activities of the active form of TGF-p family members 
(McDonald, N. Q. and Hendrickson, W. A. Cell 73:303-304 (1993)). 

However, even if deletion of one or more amino acids from the N-terminus 
of a protein results in modification of loss of one or more biological functions of 
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the protein, other biological activities may still be retained. Thus, the ability of 
the shortened proteins to induce and/or bind to antibodies which recognize the 
complete or mature or active domains of the proteins generally will be retained 
when less than the majority of the residues of the complete or mature or active 
5 domains of the proteins are removed from the N-termini. Whether a particular 
polypeptide lacking N-terminal residues of a complete protein retains such 
immunologic activities can readily be determined by routine methods described 
herein and otherwise known in the art. 

Accordingly, the present invention further provides polypeptides having 

10 one or more residues deleted from the amino terminus of the amino acid sequence 
of Nodal shown in SEQ ID N0:2, up to the cysteine residue at position number 
183, and polynucleotides encoding such polypeptides. In particular, the present 
invention provides polypeptides comprising the amino acid sequence of residues 
n'-283 of SEQ IDN0:2, where n' is an integer in the range of 173-183, and 183 is 

15 the position of the first residue from the N-terminus of the complete Nodal 
polypeptide (shown in SEQ ID N0:2) believed to be required for receptor 
binding activity of the Nodal protein. 

More in particular, the invention provides polynucleotides encoding 
polypeptides having the amino acid sequence of residues of 173-283, 174-283, 

20 175-283, 176-283, 177-283, 178-283, 179-283, 180-283, 181-283, 182-283, and 
183-283 of SEQ ID N0:2. Polynucleotides encoding these polypeptides also are 
provided. 

Further, the present invention also provides polypeptides having one or 
more residues deleted from the amino terminus of the amino acid sequence of 
25 Lefty shown in SEQ ID N0:4, up to the cysteine residue at position number 233, 
and polynucleotides encoding such polypeptides. In particular, the present 
invention provides polypeptides comprising the amino acid sequence of residues 
n^-348 of SEQ ID N0:4, where n^ is an integer in the range of 125-233, and 233 is 
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the position of the first residue from the N-terminus of the complete Nodal 
polypeptide (shown in SEQ ID N0:4). believed to be required for receptor 
binding activity of the Lefty protein. 

More in particular, the invention provides polynucleotides encoding 
5 polypeptides having the amino acid sequence of residues of 125-348, 126-348, 
127-348, 128-348, 129-348, 130-348, 131-348, 132-348, 133-348, 134-348, 
135-348, 136-348, 137-348, 138-348, 139-348, 140-348, 141-348, 142-348, 
143-348, 144-348, 145-348, 146-348, 147-348, 148-348, 149-348, 150-348, 
151-348, 152-348, 153-348, 154-348, 155-348, 156-348, 157-348, 158-348, 

10 159-348, 160-348, 161-348, 162-348, 163-348, 164-348, 165-348, 166-348, 
167-348, 168-348, 169-348, 170-348, 171-348, 172-348, 173-348, 174-348, 
175-348, 176-348, 177-348, 178-348, 179-348, 180-348, 181-348, 182-348, 
183-348, 184-348, 185-348, 186-348, 187-348, 188-348, 189-348, 190-348, 
191-348, 192-348, 193-348, 194-348, 195-348, 196-348, 197-348, 198-348, 

15 199-348, 200-348, 201-348, 202-348, 203-348, 204-348, 205-348, 206-348, 
207-348, 208-348, 209-348, 210-348, 211-348, 212-348, 213-348, 214-348, 
215-348, 216-348, 217-348, 218-348, 219-348, 220-348, 221-348, 222-348, 
223-348, 224-348, 225-348, 226-348, 227-348, 228-348, 229-348, 230-348, 
231-348, 232-348, and 233-348 of SEQ ID N0:4. Polynucleotides encoding 

20 these polypeptides also are provided. 

Similarly, many examples of biologically functional C-terminal deletion 
muteins are known. For instance, Interferon gamma shows up to ten times higher 
activities by deleting 8-10 amino acid residues from the carboxy terminus of the 
protein (Dobeli, et ai, 1 Biotechnology 7:199-216 (1988)). In the present case, 

25 since the proteins of the invention are members of the TGF-p polypeptide 
family, deletions of C-terminal amino acids up to the cysteine residues at 
positions 249 and 335 of SEQ ID N0:2 and SEQ ID N0:4, respectively, may 
retain some biological activity such as receptor binding or modulation of target 
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cell activities. Polypeptides having further C-terminal deletions including 
Cys-249 and Cys-335 of SEQ ID N0:2 and SEQ ID N0:4, respectively, would 
not be expected to retain such biological activities because it is known that this 
residue in a TGF-p-related polypeptide is required for forming an integral part of 
5 the "cysteine knot motif required for biological activities of the active form of 
TGF-p family members (McDonald, N. Q, and Hendrickson, W. A. Cell 
73:303-304 (1993)). 

However, even if deletion of one or more amino acids from the C-terminus 
of a protein results in modification of loss of one or more biological functions of 

10 the protein, other biological activities may still be retained. Thus, the ability of 
the shortened protein to induce and/or bind to antibodies which recognize the 
complete, mature or active forms of the protein generally will be retained when 
less than the majority of the residues of the complete, mature or active forms of 
the protein are removed from the C-terminus. Whether a particular polypeptide 

15 lacking C-terminal residues of a complete protein retains such immunologic 
activities can readily be determined by routine methods described herein and 
otherwise known in the art. 

Accordingly, the present invention further provides polypeptides having 
one or more residues from the carboxy terminus of the amino acid sequence of 

20 Nodal shown in SEQ ID N0:2, up to the cysteine residue at position 249 of SEQ 
ID N0:2, and polynucleotides encoding such polypeptides. In particular, the 
present invention provides polypeptides having the amino acid sequence of 
residues 1-m^ of the amino acid sequence in SEQ ID N0:2, where m' is any 
integer in the range of 249 to 283, and residue 249 is the position of the first 

25 residue from the C- terminus of the complete Nodal polypeptide (shown in SEQ 
ID N0:2) believed to be required for receptor binding or modulation of cellular 
growth and differentiation activities of the Nodal protein. 
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More in particular, the invention provides polynucleotides encoding 
polypeptides having the amino acid sequence of residues 1-249, 1-250, 1-251, 
1-252, 1-253, 1-254, 1-255, 1-256, 1-257, 1-258, 1-259, 1-260, 1-261, 1-262, 
1-263, 1-264, 1-265, 1-266, 1-267, 1-268, 1-269, 1-270, 1-271, 1-272, 1-273, 
5 1-274, 1-275, 1-276, 1-277, 1-278, 1-279, 1-280, 1-281, 1-282, and 1-283 of SEQ 
ID N0:2. Polynucleotides encoding these polypeptides also are provided. 

Further, the present invention also provides polypeptides having one or 
more residues from the carboxy terminus of the amino acid sequence of Lefty 
shown in SEQ ID N0:4, up to the cysteine residue at position 335 of SEQ ID 

10 N0:4, and polynucleotides encoding such polypeptides. In particular, the 
present invention provides polypeptides having the amino acid sequence of 
residues 1-m^ of the amino acid sequence in SEQ ID N0:4, where m^ is any 
integer in the range of 335 to 348, and residue 335 is the position of the first 
residue from the C-terminus of the complete Lefty polypeptide (shown in SEQ 

15 ID N0:4) believed to be required for receptor binding or modulation of cellular 
growth and differentiation activities of the Lefty protein. 

More in particular, the invention provides polynucleotides encoding 
polypeptides having the amino acid sequence of residues 1-335, 1-336, 1-337, 
1-338, 1-339, 1-340, 1-341, 1-342, 1-343, 1-344, 1-345, 1-346, 1-347, and 1-348 

20 of SEQ ID NO:4. Polynucleotides encoding these polypeptides also are 
provided. 

The invention also provides polypeptides having one or more amino acids 
deleted from both the amino and the carboxyl termini, which may be described 
generally as having residues n'-m' of SEQ ID N0:2 or n^-m^ SEQ ID N0:4, 
25 where n\ m', n^, and m^ are integers as described above. 

Also included is a nucleotide sequence encoding a polypeptide consisting 
of a portion of the complete Nodal amino acid sequence encoded by the cDNA 
clone contained in ATCC Deposit No. 209092 and/or 209135, where this portion 
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excludes from 1 to about 183 amino acids from the amino terminus of the 
complete amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit No. 209092 and/or 209135, or from 1 to about 34 amino acids from the 
carboxy terminus, of any combination of the above amino terminal and carboxy 

5 terminal deletions, of the complete amino acid sequence encoded by the cDN A 
clone contained in ATCC Deposit No. 209092 and/or 209135. 

In addition, a nucleotide sequence encoding a polypeptide consisting of a 
portion of the complete Lefty amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091 is included, where this portion excludes 

10 from 1 to about 250 amino acids from the amino terminus of the complete amino 
acid sequence encoded by the cDNA clone contained in ATCC Deposit No, 
209091, or from 1 to about 12 amino acids from the carboxy terminus, or any 
combination of the above amino terminal and carboxy terminal deletions, of the 
complete amino acid sequence encoded by the cDNA clone contained in ATCC 

15 Deposit No. 209091. Polynucleotides encoding all of the above deletion mutant 
polypeptide forms also are provided. 

As mentioned above, even if deletion of one or more amino acids from the 
N-terminus of a protein results in modification of loss of one or more biological 
functions of the protein, other biological activities may still be retained. Thus, 

20 the ability of the shortened Human Nodal or Human Lefty mutein to induce 
and/or bind to antibodies which recognize the complete or mature of the protein 
generally will be retained when less than the majority of the residues of the 
complete or mature protein are removed from the N-terminus. Whether a 
particular polypeptide lacking N-terminal residues of a complete protein retains 

25 such immunologic activhies can readily be determined by routine methods 
described herein and otherwise known in the art. It is not unlikely that a Human 
Nodal or Human Lefty mutein with a large number of deleted N-terminal amino 
acid residues may retain some biological or immungenic activities. In fact, 
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peptides composed of as few as six Human Nodal or Human Lefty amino acid 
residues may often evoke an immune response. 

Accordingly, the present invention further provides polypeptides having 
one or more residues deleted from the amino terminus of the Human Nodal amino 
5 acid sequence shown in SEQ ID N0:2, up to the glutamic acid residue at position 
number 278 and polynucleotides encoding such polypeptides. In particular, the 
present invention provides polypeptides comprising the amino acid sequence of 
residues n^-283 of Figures 1 A and B (SEQ ID N0:2), where n"' is an integer in the 
range of 2 to 278, and 279 is the position of the first residue from the N-terminus 

10 of the complete Human Nodal polypeptide believed to be required for at least 
immunogenic activity of the Human Nodal protein. 

More in particular, the invention provides polynucleotides encoding 
polypeptides comprising, or alternatively consisting of, the amino acid sequence 
of residues of V-2 to L-283; A-3 to L-283; V-4 to L-283; D-5 to L-283; G-6 to 

15 L-283; Q-7 to L-283; N-8 to L-283; W-9 to L-283; T-10 to L-283; F-1 1 to L-283; 
A-12 to L-283; F-13 to L-283; D-14 to L-283; F-15 to L-283; S-16 to L-283; 
F-17 to L-283; L-18 to L-283; S-19 to L-283; Q-20 to L-283; Q-21 to L-283; 
E-22 to L-283; D-23 to L-283; L-24 to L-283; A-25 to L-283; W-26 to L-283; 
A-27 to L-283; E-28 to L-283; L-29 to L-283; R-30 to L-283; L-31 to L-283; 

20 Q-32 to L-283; L-33 to L-283; S-34 to L-283; S-35 to L-283; P-36 to L-283; 
V-37 to L-283; D-38 to L-283; L-39 to L-283; P-40 to L-283; T-41 to L-283; 
E-42 to L-283; G-43 to L-283; S-44 to L-283; L-45 to L-283; A-46 to L-283; 1-47 
to L-283; E-48 to L-283; 1-49 to L-283; F-50 to L-283; H-51 to L-283; Q-52 to 
L-283; P-53 to L-283; K-54 to L-283; P-55 to L-283; D-56 to L-283; T-57 to 

25 L-283; E-58 to L-283; Q-59 to L-283; A-60 to L-283; S-61 to L-283; D-62 to 
L-283; S-63 to L-283; C-64 to L-283; L-65 to L-283; E-66 to L-283; R-67 to 
L-283; F-68 to L-283; Q-69 to L-283; M-70 to L-283; D-71 to L-283; L-72 to 
L-283; F-73 to L-283; T-74 to L-283; V-75 to L-283; T-76 to L-283; L-77 to 
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L-283; S-78 to L-283; Q-79 to L-283; V-80 to L-283; T-81 to L-283; F-82 to 
L-283; S-83 to L-283; L-84 to L-283; G-85 to L-283; S-86 to L-283; M-87 to 
L-283; V-88 to L-283; L-89 to L-283; E-90 to L-283; V-91 to L-283; T-92 to 
L-283; R-93 to L-283; P-94 to L-283; L-95 to L-283; S-96 to L-283; K-97 to 
5 L-283; W-98 to L-283; L-99 to L-283; K-lOO to L-283; R-101 to L-283; P-102 to 
L-283; G-103 to L-283; A-104 to L-283; L-105 to L-283; E-106 to L-283; K-107 
to L-283; Q-108 to L-283; M-109 to L-283; S-110 to L-283; R-111 to L-283; 
V-112to L-283; A-113 to L-283; G-114 to L-283; E-115 to L-283; C-116 to 
L-283; W-1 17 to L-283; P-1 18 to L-283; R-1 19 to L-283; P-120 to L-283; P-121 

10 to L-283; T-122 to L-283; P-123 to L-283; P-124 to L-283; A-125 to L-283; 
T-126 to L-283; N-127 to L-283; V-128 to L-283; L-129 to L-283; L-130 to 
L-283; M-I31 to L-283; L-132 to L-283; Y-133 to L-283; S-134 to L-283; N-135 
to L-283; L-136 to L-283; S-137 to L-283; Q-138 to L-283; E-139 to L-283; 
Q-140 to L-283; R-141 to L-283; Q-142 to L-283; L-143 to L-283; G-144 to 

15 . L-283; G-145 to L-283; S-146 to L-283; T-147 to L-283; L-148 to L-283; L-149 
to L-283; W-150 to L-283; E-151 to L-283; A-152 to L-283; E-153 to L-283; 
S-154 to L-283; S-155 to L-283; W-156 to L-283; R-157 to L-283; A-158 to 
L-283; Q- 159 to L-283; E-160to L-283; G-161 to L-283; Q-162 to L-283; L-163 
to L-283; S-164 to L-283; W-165 to L-283; E-166 to L-283; W-167 to L-283; 

20 G-168 to L-283; K-169 to L-283; R-I70 to L-283; H-171 to L-283; R-172 to 
L-283; R-173 to L-283; H-174 to L-283; H-175 to L-283; L-176 to L-283; P-177 
to L-283; D-178 to L-283; R-179 to L-283; S-180 to L-283; Q-181 to L-283; 
L-182 to L-283; C-183 to L-283; R-184 to L-283; K-185 to L-283; V-186 to 
L-283; K-187 to L-283; F-188 to L-283; Q-189 to L-283; V-190 to L-283; D-191 

25 to L-283; F-192 to L-283; N-193 to L-283; L-194 to L-283; 1-195 to L-283; 
G-196 to L-283; W-197 to L-283; G-198 to L-283; S-199 to L-283; W-200 to 
L-283; 1-201 to L-283; 1-202 to L-283; Y-203 to L-283; P-204 to L-283; K-205 
to L-283; Q-206 to L-283; Y-207 to L-283; N-208 to L-283; A-209 to L-283; 
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Y-210 to L-283; .R-211 to L-283; C-212 to L-283; E-213 to L-283; G-214 to 
L-283; E-215 to L-283; C-216 to L-283; P-217 to L-283; N-218 to L-283; P-219 
to L-283; V-220 to L-283; G-221 to L-283; E-222 to L-283; E-223 to L-283; 
F-224 to L-283; H-225 to L-283; P-226 to L-283; T-227 to L-283; N-228 to 

5 L-283; H-229 to L-283; A-230 to L-283; Y-231 to L-283; 1-232 to L-283; Q-233 
to L-283; S-234 to L-283; L-235 to L-283; L-236 to L-283; K-237 to L-283; 
R-238 to L-283; Y-239 to L-283; Q-240 to L-283; P-241 to L-283; H-242 to 
L-283; R-243 to L-283; V-244 to L-283; P-245 to L-283; S-246 to L-283; T-247 
to L-283; C-248 to L-283; C-249 to L-283; A-250 to L-283; P-251 to L-283;. 

10 V-252 to L-283; K-253 to L-283; T-254 to L-283; K-255 to L-283; P-256 to 
L-283; L-257 to L-283; S-258 to L-283; M-259 to L-283; L-260 to L-283; Y-261 
to L-283; V-262 to L-283; D-263 to L-283; N-264 to L-283; G-265 to L-283; 
R-266 to L-283; V-267 to L-283; L-268 to L-283; L-269 to L-283; D-270 to 
L-283; H-271 to L-283; H-272 to L-283; K-273 to L:283; D-274 to L-283; 

15 M-275 to L-283; 1-276 to L-283; V-277 to L-283; and E-278 to L-283 of the 
Human Nodal sequence shown in Figures lA and B (which is identical to the 
Human Nodal sequence in SEQ ID Nd:2), Polynucleotides encoding these 
polypeptides are also encompassed by the invention. 

Also as mentioned above, even if deletion of one or more amino acids from 

20 the C-terminus of a protein results in modification of loss of one or more 
biological functions of the protein, other biological activities may still be retained. 
Thus, the ability of the shortened Human Nodal mutein to induce and/or bind to 
antibodies which recognize the complete or mature of the protein generally will be 
retained when less than the majority of the residues of the complete or mature 

25 protein are removed from the C-terminus. Whether a particular polypeptide 
lacking C-terminal residues of a complete protein retains such immunologic 
activities can readily be determined by routine methods described herein and 
otherwise known in the art. It is not unlikely that a Human Nodal mutein with a 
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large number of deleted C-terminal amino acid residues may retain some biological 
or immungenic activities. In fact, peptides composed of as few as six Human 
Nodal amino acid residues may often evoke an immune response. 

. Accordingly, the present invention further provides polypeptides having 
5 one or more residues deleted from the carboxy terminus of the amino acid 
sequence of the Human Nodal shown in SEQ ID N0:2, up to the glycine residue 
at position number 6, and polynucleotides encoding such polypeptides. In 
particular, the present invention provides polypeptides comprising the amino 
acid sequence of residues 1-m^ of SEQ ID N0:2, where m*' is an integer in the 

10 range of 6 to 283, and 6 is the position of the first residue from the C-terminus of 
the complete Human Nodal polypeptide believed to be required for at least 
inimunogenic activity of the Human Nodal protein. 

More in particular, the invention provides polynucleotides encoding 
polypeptides comprising, or alternatively consisting of, the amino acid sequence 

15 of residues D-1 to C-282; D-1 to G-281; D-1 to C-280; D-1 to E-279; D-1 to 
E-278; D-1 to V-277; D-1 to 1-276; D-1 to M-275; D-1 to D-274; D-1 to K-273; 
D-1 to H-272; D-1 to H-271; D-1 to D-270; D-1 to L-269; D-1 to L-268; D-1 to 
V-267; D-1 to R-266; D-1 to G-265; D-1 to N-264; D-1 to D-263; D-1 to V-262; 
D-1 to Y-261; D-1 to L-260; D-1 to M-259; D-1 to S-258; D-1 to L-257; D-1 to 

20 P-256; D-1 to K-255; D-1 to T-254; D-1 to K-253; D-I to V.252; D-1 to P-251; 
D-1 to A-250; D-1 to C-249; D-1 to C-248; D-1 to T-247; D-1 to S-246; D-1 to 
P-245; D-1 to V-244; D-1 to R-243; D-1 to H-242; D-1 to P-241; D-1 to Q-240; 
D-1 to Y-239; D-1 to R-238; D-1 to K-237; D-1 to L-236; D-1 to L-235; D-1 to 
S-234; D-1 to Q-233; D-1 to 1-232; D-1 to Y-231; D-1 to A-230; D-1 to H-229; 

25 D-1 to N-228; D-1 to T-227; D-1 to P-226; D-1 to H-225; D-1 to F-224; D-1 to 
E-223; D-1 to E-222; D-1 to G-221; D-l to V-220; D-1 to P-219; D-1 to N-218; 
D-1 to P-217; D-1 to C-216; D-1 to E-215; D-1 to G-214; D-1 to E-213; D-1 to 
C-212; D-1 toR-211; D-1 to Y-210; D-1 to A-209; D-1 toN-208; D-1 to Y-207; 
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D-1 to Q-206; D-1 to K-205; D-1 to P-204; D-1 to Y-203; D-1 to 1-202; D-1 to 

1-201; D-1 toW-200;D-l toS-199;D-l toG-198;D-l to W-197; D-1 to G-196; 

D-1 to 1-195; D-1 to L-194; D-1 to N-193; D-1 to F-192; D-1 to D-191; D-1 to 

V-190;D-1 toQ-189;D-l toF-188;D-l toK-187;D-l to V-186; D-1 to K-185; 
5 D-1 toR-184;D-l toC-183;D-l toL-182; D-1 to Q-181; D-1 to S-180; D-1 to 

R-179; D-1 to D-178; D-1 to P-177; D-1 to L-176; D-1 to H-175; D-1 to H-174; 

D-1 toR-173; D-1 toR-172;D-l toH-171;D-l toR-170; D-1 to K-169; D-1 to 

G-168; D-1 to W-167; D-1 to E-166; D-1 to W-165; D-1 to S-164; D-l to L-163; 

D-1 to Q-162; D-1 to G-161; D-1 to E-160; D-1 to Q-159; D-1 to A-158; D-1 to 
10 R-157;D-1 toW-156;D-l toS-155; D-1 toS-154; D-1 to E-153; D-1 to A-152; 

D-1 to E-151; D-1 to W-150; D-1 to L-149; D-1 to L-148; D-1 to T-147; D-1 to 

S-146; D-1 to G-145; D-1 to G-144; D-1 to L-143; D-1 to Q-142; D-1 to R-141; 

D-1 to Q-140; D-1 to E-139; D-1 to Q-138; D-1 to S-137; D-1 to L-136; D-1 to 

N-135; D-1 to S-134; D-1 to Y-133; D-1 to L-132; D-1 to M-131; D-1 to L-130; 
15 D-1 toL-129;D-l to V-128; D-1 toN-127;D-l toT-126; D-1 to A-125; D-1 to 

P-124;D-1 toP-123; D-1 to T-122; D-1 to P-121; D-1 to P-120; D-1 to R-119; 

D-1 to P-1 18; D-1 to W-117;D-1 to C-116;D-1 toE-115;D-l to G-114; D-1 to 

A-113;D-1 to V-112;D-1 toR-lll;D-l toS-110; D-1 to M- 109; D-1 to Q-108; 

D-1 to K-107; D-1 to E-106; D-1 to L-105; D-1 to A-104; D-1 to G-103; D-1 to 
20 P-102; D-1 to R-101; D-1 to K-lOO; D-1 to L-99; D-1 to W-98; D-1 to K-97; 

D-1 to S-96; D-1 to L-95; D-1 to P-94; D-1 to R-93; D-1 to T-92; D-1 to V-91; 

D-1 to E-90; D-1 to L-89; D-1 to V-88; D-1 to M-87; D-1 to S-86; D-1 to G-85; 

D-1 to L-84; D-1 to S-83; D-1 to F-82; D-1 to T-81; D-1 to V-80; D-1 to Q-79; 

D-1 to S-78; D-1 to L-77; D-1 to T-76; D-1 to V-75; D-1 to T-74; D-1 to F-73; 
25 D-1 to L-72; D-1 to D-71; D-1 to M-70; D-1 to Q-69; D-1 to F-68; D-1 to R-67; 

D-1 to E-66; D-1 to L-65; D-1 to C-64; D-1 to S-63; D-1 to D-62; D-1 to S-61; 

D-1 to A-60; D-1 to Q-59; D-1 to E-58; D-1 to T-57; D-1 to D-56; D-1 to P-55; 

D-1 to K-54; D-1 to P-53; D-1 to Q-52; D-1 to H-51; D-1 to F-50; D-1 to 1-49; 

( 
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D-1 to E-48; D-1 to 1-47; D-1 to A-46; D-1 to L-45; D-1 to S-44; D-1 to G-43; 

D-1 to E-42; D-1 to T-41; D-1 to P-40; D-1 to L-39; D-1 to D-38; D-1 to V-37; 

D-1 to P-36; D-1 to S-35; D-1 to S-34; D-1 to L-33; D-1 to Q-32; D-1 to L-31; 

D-1 to R-3.0; D-1 to L-29; D-1 to E-28; D-1 to A-27; D-1 to W-26; D-1 to A-25; 
5 D-1 to L-24; D-1 to D-23; D-1 to E-22; D-1 to Q-21; D-1 to Q-20; D-1 to S-19; 

D-1 to L-18; D-1 to F-17; D-1 to S-16; D-1 to F-15; D-1 to D-14; D-1 to F-13; 

D-1 to A-12; D-1 to F-1 1; D-1 to T-10; D-1 to W-9; D-I to N-8; D-1 to Q-7; 

D-1 to G-6 of the sequence of the Human Nodal sequence shown in Figures 1 A 

and B (which is identical to the Human Nodal sequence shown in SEQ ID N0:2). 
10 Polynucleotides encoding these polypeptides also are provided. 

The invention also provides polypeptides having one or more amino acids 

deleted from both the amino and the carboxyl termini of a Human Nodal 

polypeptide, which may be described generally as having residues n^-m^ of 

Figures 1 A and B (SEQ ID N0:2), where n^ and m^ are integers as described 
15 above. 

Again as mentioned above, even if deletion of one or more amino acids 
from the N-terminus of a protein results in modification of loss of one or more 
biological functions of the protein, other biological activities may still be retained. 
Thus, the ability of the shortened Human Lefty mutein to induce and/or bind to 

20 antibodies which recognize the complete or mature of the protein generally will be 
retained when less than the majority of the residues of the complete or mature 
protein are removed from the N-terminus. Whether a particular polypeptide 
lacking N-terminal residues of a complete protein retains such immunologic 
activities can readily be determined by routine methods described herein and 

25 otherwise known in the art. It is not unlikely that a Human Lefty mutein with a 
large number of deleted N-terminal amino acid residues may retain some biological 
or immungenic activities. In fact, peptides composed of as few as six Human 
Lefty amino acid residues may often evoke an immune response. 
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Accordingly, the present invention further provides polypeptides having 
one or more residues deleted from the amino terminus of the Human Lefty amino 
acid sequence shown in SEQ ID N0:4, up to the proline residue at position 
number 361 and polynucleotides encoding such polypeptides. In particular, the 

5 present invention provides polypeptides comprising the amino acid sequence of 
residues n'^-lSO of Figures 2A and B (SEQ ID N0:4), where n^ is an integer in the 
range of 2 to 361, and 362 is the position of the first residue from the N-terminus 
of the complete Human Lefty polypeptide believed to be required for at least 
immunogenic activity of the Human Lefty protein. 

10 More in particular, the invention provides polynucleotides encoding 

polypeptides comprising, or alternatively consisting of, the amino acid sequence 
of residues of Q-2 to P-366; P-3 to P-366; L-4 to P-366; W-5 to P-366; L-6 to 





P- 


■366; 


C-7 to P-366; W-8 to P-366; A-9 to P-366; L-10 to P-366; W-11 


to 




P- 


•366; 


V-12 to P-366; L-13 to P-366; P-14 to P-366; L-15 


to 


P-366; A- 16 


to 


15 


P- 


•366; 


S-17 to P-366; P-18 to P-366; G-19 to P-366; A-20 


to 


P-366; A-21 


to 




P- 


■366; 


L-22 to P-366; T-23 to P-366; G-24 to P-366; E-25 


to 


P-366; Q-26 


to 




P- 


■366; 


L-27 to P-366; L-28 to P-366; G-29 to P-366; S-30 


to 


P-366; L-31 


to 




P- 


•366; 


L-32 to P-366; R-33 to P-366; Q-34 to P-366; L-35 


to 


P-366; Q-36 


to 




P- 


•366; 


L-37 to P-366; K-38 to P-366; E-39 to P-366; V-40 


to 


P-366; P-41 


to 


20 


P- 


•366; 


T-42 to P-366; L-43 to P-366; D-44 to P-366; R-45 


to 


P-366; A-46 


to 




P- 


■366; 


D-47 to P-366; M-48 to P-366; E-49 to P-366; E-50 


to 


P-366; L-51 


to 




P- 


-366; 


V-52 to P-366; 1-53 to P-366; P-54 to P-366; T-55 


to 


P-366; H-56 


to 




P- 


■366; 


V-57 to P-366; R-58 to P-366; A-59 to P-366; Q-60 


to 


P-366; Y-61 


to 




P- 


•366; 


V-62 to P-366; A-63 to P-366; L-64 to P-366; L-65 


to 


P-366; Q-66 


to 


25 


P- 


•366; 


R-67 to P-366; S-68 to P-366; H-69 to P-366; G-70 


to 


P-366; D-71 


to 




P 


•366; 


R-72 to P-366; S-73 to P-366; R-74 to P-366; G-75 


to 


P-366; K-76 


to 




P- 


-366; 


R-77 to P-366; F-78 to P-366; S-79 to P-366; Q-80 


to 


P-366; S-81 


to 




P 


-366; 


F-82 to P-366; R-83 to P-366; E-84 to P-366; V-85 


to 


P-366; A-86 


to 



wo 99/09198 



85 



PCTAJS98/17211 



P-366; G-87 to P-366; R-88 to P-366; F-89 to P-366; L-90 to P-366; A-91 to 
P-366; L-92 to P-366; E-93 to P-366; A-94 to P-366; S-95 to P-366; T-96 to 
P-366; H-97 to P-366; L-98 to P-366; L-99 to P-366; V-100 to P-366; F- 101 to 
P-366; G-102 to P-366; M-103 to P-366; E-104 to P-366; Q-105 lo P-366; 
5 R-106 to P-366; L-107 to P-366; P- 108 to P-366; P-109 to P-366; N-110 to 
P-366; S-111 to P-366; E-1 12 to P-366; L-113 to P-366; V-114 to P-366; Q-115 
to P-366; A-116 to P-366; V-117 to P-366; L-118 to P-366; R-119 to P-366; 
L-120 to P-366; F-121 to P-366; Q-122 to P-366; E-123 to P-366; P-124 to 
P-366; V-125 to P-366; P-126 to P-366; K-127 to P-366; A-128 to P-366; A-129 

10 to P-366; L-130 to P-366; H-131 to P-366; R-132 to P-366; H-133 to P-366; 
G-134 to P-366; R-135 to P-366; L-136 to P-366; S-137 to P-366; P-138 to 
P-366; R-139 to P-366; S-140 to P-366; A-141 to P-366; R-142 to P-366; A-143 
to P-366; R-144 to P-366; V-145 to P-366; T-146 to P-366; V-147 to P-366; 
E-148 to P-366; W-149 to P-366; L-150 to P-366; R-151 to P-366; V-152 to 

15 P-366; R-153 to P-366; D-154 to P-366; D-155 to P-366; G-156 to P-366; S-157 
to P-366; N-158 to P-366; R-159 to P-366; T-160 to P-366; S-161 to P-366; 
L-162 to P-366; 1-163 to P-366; D-164 to P-366; S-165 to P-366; R-166 to 
P-366; L-167 to P-366; V-1 68 to P-366; S-169 to P-366; V-170 to P-366; H-171 
to P-366; E-172 to P-366; S-173 to P-366; G-174 to P-366; W-175 to P-366; 

20 K-176 to P-366; A-177 to P-366; F-178 to P-366; D-179 to P-366; V-1 80 to 
P-366; T-181 to P-366; E-182 to P-366; A-183 to P-366; V-184 to P-366; N-185 
to P-366; F-186 to P-366; W-187 to P-366; Q-188 to P-366; Q-189 to P-366; 
L-190 to P-366; S-191 to P-366; R-192 to P-366; P-193 to P-366; R-194 to 
P-366; Q-195 to P-366; P-196 to P-366; L-197 to P-366; L-198 to P-366; L-199 

25 to P-366; Q-200 to P-366; V-201 to P-366; S-202 to P-366; V-203 to P-366; 
Q-204 to P-366; R-205 to P-366; E-206 to P-366; H-207 to P-366; L-208 to 
P-366; G-209 to P-366; P-210 to P-366; L-211 to P-366; A-212 to P-366; S-213 
to P-366; G-214 to P-366; A-215 to P-366; H-216 to P-366; K-217 to P-366; 
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L-218 10 P-366; V-219 to P-366; R-220 to P-366; F-221 to P-366; A-222 to 
P-366; S-223 to Pr366; Q-224 to P-366; G-225 to P-366; A-226 to P-366; P-227 
to P-366; A-228 to P-366; G-229 to P-366; L-230 to P-366; G-231 to P-366; 
E-232 to P-366; P-233 to P-366; Q-234 to P-366; L-235 to P-366; E-236 to 
5 P-366; L-237 to P-366; H-238 to P-366; T-239 to P-366; L-240 to P-366; D-241 
to P-366; L-242 to P-366; G-243 to P-366; D-244 to P-366; Y-245 to P-366; 
G-246 to P-366; A-247 to P-366; Q-248 to P-366; G-249 to P-366; D-250 to 
P-366; C-251 to P-366; D-252 to P-366; P-253 to P-366; E-254 to P-366; A-255 
to P-366; P-256 to P-366; M-257 to P-366; T-258 to P-366; E-259 to P-366; 

10 G-260 to P-366; T-261 to P-366;. R-262 to P-366; C-263 to P-366; C-264 to 
P-366; R-265 to P-366; Q-266 to P-366; E-267 to P-366; M-268 to P-366; Y-269 
to P-366; 1-270 to P-366; D-271 to P-366; L-272 to P-366; Q-273 to P-366; 
G-274 to P-366; M-275 to P-366; K-276 to P-366; W-277 to P-366; A-278 to 
P-366; E-279 to P-366; N-280 to P-366; W-281 to P-366; V-282 to P-366; L-283 

15 to P-366; E-284 to P-366; P-285 to P-366; P-286 to P-366; G-287 to P-366; 
F-288 to P-366; L-289 to P-366; A-290 to P-366; Y-291 to P-366; E-292 to 
P-366; C-293 to P-366; V-294 to P-366; G-295 to P-366; T-296 to P-366; C-297 
to P-366; R-298 to P-366; Q-299 to P-366; P-300 to P-366; P-301 to P-366; 
E-302 to P-366; A-303 to P-366; L-304 to P-366; A-305 to P-366; F-306 to 

20 P-366; K-307 to P-366; W-308 to P-366; P-309 to P-366; F-3 1 0 to P-366; L-3 1 1 
to P-366; G-312 to P-366; P-313 to P-366; R-314 to P-366; Q-315 to P-366; 
C-316 to P-366; 1-317 to P-366; A-318 to P-366; S-319 to P-366; E-320 to 
P-366; T-321 to P-366; D-322 to P-366; S-323 to P-366; L-324 to P-366; P-325 
to P-366; M-326 to P-366; 1-327 to P-366; V-328 to P-366; S-329 to P-366; 

25 1-330 to P-366; K-331 to P-366; E-332 to P-366; G-333 to P-366; G-334 to 
P-366; R-335 to P-366; T-336 to P-366; R-337 to P-366; P-338 to P-366; Q-339 
to P-366; V-340 to P-366; V-341 to P-366; S-342 to P-366; L-343 to P-366; 
P-344 to P-366; N-345 to P-366; M-346 to P-366; R-347 to P-366; V-348 to 
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P-366; Q-349 to P-366; K-350 to P-366; C-351 to P-366; S-352 to P-366; C-353 
to P-366; A-354 to P-366; S-355 to P-366; D-356 to P-366; G-357 to P-366; 
A-358 to P-366; L-359 to P-366; V-360 to P-366; and P-361 to P-366 of the 
Human Lefty sequence shown in Figures 2A and B (which is identical to the 
5 sequence shown as SEQ ID NO:4, with the exception that the amino acid residues 
in Figures 2A and B are numbered consecutively from 1 through 366 from the 
N-terminus to the C-terminus, while the amino acid residues in SEQ ID N0:4 are 
numbered consecutively from -18 through 348 to reflect the position of the 
predicted signal peptide). Polynucleotides encoding these polypeptides are also 

10 encompassed by the invention. 

Also as mentioned above, even if deletion of one or more amino acids from 
the C-terminus of a protein results in modification of loss of one or more 
biological functions of the protein, other biological activities may still be retained. 
Thus, the ability of the shortened Human Lefty mutein to induce and/or bind to 

15 antibodies which recognize the complete or mature of the protein generally will be 
retained when less than the majority of the residues of the complete or mature 
protein are removed from the C-terminus. Whether a particular polypeptide 
lacking C-terminal residues of a complete protein retains such immunologic 
activities can readily be determined by routine methods described herein and 

20 otherwise known in the art. It is not unlikely that a Human Lefty mutein with a 
large number of deleted C-terminal amino acid residues may retain some biological 
or immungenic activities. In fact, peptides composed of as few as six Human 
Lefty amino acid residues may often evoke an immune response. 

Accordingly, the present invention further provides polypeptides having 

25 one or more residues deleted from the carboxy terminus of the amino acid 
sequence of the Human Lefty shown in SEQ ID N0:4, up to the leucine residue 
at position number 6, and polynucleotides encoding such polypeptides. In 
particular, the present invention provides polypeptides comprising the amino 
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acid sequence of residues l-m"* of SEQ ID N0:4, where m'* is an integer in the 
range of 6 to 366, and 6 is the position of the first residue from the C-terminus of 
the complete Human Lefty polypeptide believed to be required for at least 
immunogenic activity of the Human Lefty protein. 
5 More in particular, the invention provides polynucleotides encoding 

polypeptides comprising, or alternatively consisting of, the amino acid sequence 





of residues M-1 to Q-365; M-1 to L-364; M-1 to R-363; M-1 to R-362; 


IVl- 1 


to 




P-361; 


M-1 to V-360; M-1 to L-359; M-1 to A-358; M-1 


to G-357; 


\A 1 
IVl- i 


to 




D-356; 


M-1 to S-355; M-1 to A-354; M-1 to C-353; M-1 


to S-352; 


tVJ- 1 


to 


1 A 


C-351; 


M-1 to K-350; M-1 to Q-349; M-1 to V-348; M-1 


to R-347; 


M 1 

IVl- 1 


to 




M-346 


; M-1 to N-345; M-1 to P-344; M-1 to L-343; M-1 


to S-342; 


J VI- 1 


to 




V-341; 


M-1 to V-340; M-1 to Q-339; M-1 to P-338; M-1 


to R-337; 


M 1 

IVJ- 1 


to 




T-336; 


M-1 to R-335; M-1 to G-334; M-1 to G-333; M-1 


to E-332; 


M-1 


to 




K-331; 


M-1 to 1-330; M-1 to S-329; M-1 to V-328; M-1 


to -1-327; 




to 


1 ^ 
1 J 


M-326 


; M-1 to P-325; M-1 to L-324; M-1 to S-323; M-1 


to D-322; 


M-1 


tr\ 
lU 




T-321; 


M-1 to E-320; M-1 to S-319; M-1 to A-318; M-1 


to 1-317; 


M-1 


trv 




C-316; 


M-1 to Q-315; M-1 to R-314; M-1 to P-313; M-1 


to G-312; 


M-1 


to 




L-311; 


M-1 to F-310; M-1 to P-309; M-1 to W-308; M-1 


to K-307; 


M-1 


to 




F-306; 


M-1 to A-305; M-1 to L-304; M-1 to A-303; M-1 


to E-302; 


M-1 


to 


20 


P-301; 


M-1 to P-300; M-1 to Q-299; M-1 to R-298; M-1 


to C-297; 


M-1 


to 




T-296; 


M-1 to G-295; M-1 to V-294; M-1 to C-293; M-1 


to E-292; 


M-1 


to 




Y-291; 


M-1 to A-290; M-1 to L-289; M-1 to F-288; M-1 


to G-287; 


M-1 


to 




P-286; 


M-1 to P-285; M-1 to E-284; M-1 to L-283; M-1 


to V-282; 


M-1 


to 




W-281 


; M-1 to N-280; M-1 to E-279; M-1 to A-278; M-1 


to W-277; 


M-1 


to 


25 


K-276; 


M-1 to M-275; M-1 to G-274; M-1 to Q-273; M-1 to L-272; 


M-1 


to 




D-271; 


M-1 to 1-270; M-1 to Y-269; M-1 to M-268; M-1 


to E-267; 


M-1 


to 




Q-266; 


M-1 to R-265; M-1 to C-264; M-1 to C-263; M-1 


to R-262; 


M-1 


to 




T-261; 


M-1 to G-260; M-1 to E-259; M-1 to T-258; M-1 


to M-257; 


M-1 


to 
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15 



20 



25 



P-256 

C-251 

G-246 

D-241 

E-236 

G-231 

A-226 

F-221 

H-216 

L-211 

E-206 

V-201 

P-196 

S-191 

F-186 

T-181 

K-176 

H-171 

R-166 

S-161 

G-156 

R-151 

T-146 

A-141 

L-136 

H-131 

P-126 

F-121 



M-1 to A-255; M-1 to E-254; M-1 to P-253; M-1 to D-252 

M-1 to D-250; M-1 to G-249; M-1 to Q-248; M-1 to A-247 

M-1 to Y-245; M-1 to D-244; M-1 to G-243; M-1 to.L-242 

M-1 to L-240; M-1 to T-239; M-1 to H-238; M-1 to L-237 

M-1 to L-235; M-1 to Q-234; M-1 to P-233; M-1 to E-232 

M-1 to L-230; M-1 to G-229; M-1 to A-228; M-1 to P-227 

M-1 to G-225; M-1 to Q-224; M-1 to S-223; M-1 to A-222; 

M-1 to R-220; M-1 to V-219; M-1 to L-218; M-1 to K-217 

M-1 to A-215; M-1 to G-214; M-1 to S-213; M-1 to A-212: 

M-1 to P-210; M-1 to G-209; M-1 to L-208; M-1 to H-207 

M-1 to R-205; M-1 to Q-204; M-1 to V-203; M-1 to S-202 

M-1 to Q-200; M-1 to L-199; M-1 to L-198; M-1 to L-197 

M-1 to Q-195; M-1 to R-194; M-1 to P-193; M-1 to R-192 

M-1 to L-190; M-1 to Q-189; M-1 to Q-188; M-1 to W-187 

M-1 to N-185; M-1 to V-184; M-1 to A-183; M-1 to E-182 

M-1 to V-180; M-1 to D-179; M-1 to F-178; M-1 to A-177 

M-1 to W-175; M-1 to G-174; M-1 to S-173; M-1 to E-172 

M-1 to V-170; M-1 to S-169; M-1 to V-168; M-1 to L-167 

M-1 to S-165; M-1 to D-164; M-1 to 1-163; M-1 to L-162 

M-1 to T-160; M-1 to R-159; M-1 to N-158; M-1 to S-157: 

M-1 to D-155; M-1 to D-154; M-1 to R-153; M-1 to V-152 

M-1 to L-150; M-1 to W-149; M-1 to E-148; M-1 to V-147 

M-1 to V-145; M-1 to R-144; M-1 to A-143; M-1 to R-142 

M-1 to S-140; M-1 to R-139; M-1 to P-138; M-1 to S-137 

M-1 to R-135; M-1 to G-134; M-1 to H-133; M-1 to R-132 

M-1 to L-130; M-1 to A-129; M-1 to A-128; M-1 to K-127 

M-1 to V-125; M-1 to P-124; M-1 to E-123; M-1 to Q-122 

M-1 to L-120; M-1 to R-119; M-1 to L-118; M-1 to V-117 



M- 

M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 
M- 



to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
to 
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A-116; M-1 to Q-115; M-1 to V-IH; M-1 to L-113; M-1 to E-112; M-1 to 
S-111; M-1 to N-110; M-1 to P-109; M-1 to P-108; M-1 to L-107; M-1 to 
R-106; M-1 to Q-105; M-1 to E-104; M-1 to M-103; M-1 to G-102; M-1 to 
F-101; M-1 to V-100; M-1 to L-99; M-1 to L-98; M-1 to H-97; M-1 to T-96; 
5 M-1 to S-95; M-1 to A-94; M-1 to E-93; M-1 to L-92; M-1 to A-91; M-1 to 
L-90; M-1 to F-89; M-1 to R-88; M-1 to G-87; M-1 to A-86; M-1 to V-85; M-1 
to E-84; M-1 to R-83; M-1 to F-82; M-1 to S-81; M-1 to Q-80; M-1 to S-79; 
M-1 to F-78; M-1 to R-77; M-1 to K-76; M-1 to G-75; M-1 to R-74; M-1 to 
S-73; M-1 to R-72; M-1 to D-71; M-1 to G-70; M-1 to H-69; M-1 to S-68; M-1 

10 to R-67; M-1 to Q-66; M-1 to L-65; M-1 to L-64; M-1 to A-63; M-1 to V-62; 
M-1 to Y-61; M-1 to Q-60; M-1 to A-59; M-1 to R-58; M-1 to V-57; M-1 to 
H-56;M-1 toT-55;M-l to P-54; M-1 to 1-53; M-1 to V-52; M-1 to L-51; M-1 
to E-50; M-1 to E-49; M-1 to M-48; M-1 to D-47; M-1 to A-46; M-.l to R-45; 
M-1 to D-44; M-1 to L-43; M-1 to T-42; M-1 to P-41; M-1 to V-40; M-1 to 

15 E-39; M-1 to K-38; M-1 to L-37; M-1 to Q-36; M-1 to L-35; M-1 to Q-34; M-1 
to R-33; M-1 to L-32; M-1 to L-31; M-1 to S-30; M-1 to G-29; M-1 to L-28; 
M-1 to L-27; M-1 to Q-26; M-1 to E-25; M-1 to G-24; M-1 to T-23; M-1 to 
L-22; M-1 to A-21; M-1 to A-20; M-1 to G-19; M-1 to P-18; M-1 to S-17; M-1 
to A-16; M-1 to L-15; M-1 to P-14; M-1 to L-13; M-1 to V-12; M-1 to W-11; 

20 M-1 to L-10; M-1 to A-9; M-1 to W-8; M-1 to C-7; and M-1 to L-6 of the 
sequence of the Human Lefty sequence shown in Figures 2 A and B (which is 
identical to the sequence shown as SEQ ID N0:4, with the exception that the 
amino acid residues in Figures 2A and B are numbered consecutively from 1 
through 366 from the N-terminus to the C-terminus, while the amino acid 

25 residues in SEQ ID N0:4 are numbered consecutively from -18 through 348 to 
reflect the position of the predicted signal peptide). Polynucleotides encoding 
these polypeptides also are provided. 
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The invention also provides polypeptides having one or more amino acids 
deleted from both the amino and the carboxyl termini of a Human Lefty 
polypeptide, which may be described generally as having residues n^-m^ of 
Figures 2A and B (SEQ ID N0:4), where and m"* are integers as described 
5 above. 

In addition to terminal deletion forms of the proteins discussed above, it 
also will be recognized by one of ordinary skill in the art that some amino acid 
sequences of the Nodal and Lefty polypeptides can be varied without significant 
effect of the structure or function of the proteins. If such differences in sequence 
10 are contemplated, it should be remembered that there will be critical areas on the 
protein which determine activity. 

Thus, the invention further includes variations of the Nodal and Lefty 
polypeptides which show substantial Nodal or Lefty polypeptide activity or 
which include regions of Nodal or Lefty proteins such as the protein portions 
15 discussed below. Such mutants include deletions, insertions, inversions, repeats, 
and type substitutions selected according to general rules known in the art so as 
have little effect on activity. For example, guidance concerning how to make 
phenotypically silent amino acid substitutions is provided wherein the authors 
indicate that there are two main approaches for studying the tolerance of an 
20 amino acid sequence to change (Bowie, J. U., et al, Science 247:1306-1310 
(1990)),. The first method relies on the process of evolution, in which mutations 
are either accepted or rejected by natural selection. The second approach uses 
genetic engineering to introduce amino acid changes at specific positions of a 
cloned gene and selections or screens to identify sequences that maintain 
25 functionality. 

As the authors state, these studies have revealed that proteins are 
surprisingly tolerant of amino acid substitutions. The authors further indicate 
which amino acid changes are likely to be permissive at a certain position of the 
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protein. For example, most buried amino acid residues require nonpolar side 
chains, whereas few features of surface side chains are generally conserved. Other 
such phenotypically silent substitutions are described by Bowie and coworkers 
(supra) and the references cited therein. Typically seen as conservative 

5 substitutions are the replacements, one for another, among the aliphatic amino 
acids Ala, Val, Leu and He; interchange of the hydroxyl residues Ser and Thr, 
exchange of the acidic residues Asp and Glu, substitution between the amide 
residues Asn and, Gin, exchange of the basic residues Lys . and Arg and 
replacements among the aromatic residues Phe, Tyr, 

10 Thus, the fragment, derivative or analog of the polypeptides of SEQ ID 

N0:2 or SEQ ID N0:4, or those encoded by the deposited cDNAs, may be (i) 
one in which one or more of the amino acid residues are substituted with a 
conserved or non-conserved amino acid residue (preferably a conserved amino 
acid residue) and such substituted amino acid residue may or may not be one 

15 encoded by the genetic code, or (ii) one in which one or more of the amino acid 
residues includes a substituent group, or (iii) one in which the active form of the 
polypeptide is fused with another compound, such as a compound to increase the 
half-life of the polypeptide (for example, polyethylene glycol), or (iv) one in 
which the additional amino acids are fused to the above form of the polypeptide, 

20 such as an IgG Fc fusion region peptide or leader or secretory sequence or a 
sequence which is employed for purification of the above form of the 
polypeptide or a proprotein sequence. Such fragments, derivatives and analogs 
are deemed to be within the scope of those skilled in the art from the teachings 
herein. 

25 Thus, the Nodal and Lefty proteins of the present invention may include 

one or more amino acid substitutions, deletions or additions, either from natural 
mutadons or human manipulation. As indicated, changes are preferably of a 
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minor nature, such as conservative amino acid substitutions that do not 
significantly affect the folding or activity of the protein (see Table 1). 



TABLE 1 . Conservative Amino Acid Substitutions. 



Aromatic 


Phenylalanine 




TrvDtonhan 




Tyrosine 


1-1 v H rr\ r\ Ki ri n 1 f 






Isoleucine 




Valine 


Polar 


Glutamine 




Asparagine 


Basic 


Arginine 




Lysine 




Histidine 


Acidic 


Aspartic Acid 




Glutamic Acid 


Small 


Alanine 




Serine 




Threonine 




Methionine 




Glycine 



Embodiments of the invention are directed to polypeptides which 
comprise the amino acid sequence of a Nodal or Lefty polypeptide described 
herein, but having an amino acid sequence which contains at least one 
10 conservative amino acid substitution, but not more than 50 conservative amino 
acid substitutions, even more preferably, not more than 40 conservative amino 
acid substitutions, still more preferably, not more than 30 conservative amino 
acid substitutions, and still even more preferably, not more than 20 conservative 
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amino acid substitutions, when compared with the Nodal or Lefty polynucleotide 
sequence described herein. Of course, in order of ever-increasing preference, it is 
highly preferable for a peptide or polypeptide to have an amino acid sequence 
which comprises the amino acid sequence of a Nodal or Lefty polypeptide, which 
5 contains at least one, but not more than 10, 9, 8, 7, 6, 5, 4, 3, 2 or 1 conservative 
amino acid substitutions. 

In further specific embodiments, the number of substitutions, additions or 
deletions in the amino acid sequence of Figures 1 A and B (SEQ ID N0:2), Figures 
2A and B (SEQ ID NO:4), a polypeptide sequence encoded by the deposited 

10 clones, and/or any of the polypeptide fragments described herein (e.g., the mature 
forms or the active TGF-p consensus cleavage domains) is 75, 70, 60, 50, 40, 35, 
30,25,20, 15, 10,9, 8, 7, 6,5,4,3,2, 1 or 150-50, 100-50, 50-20, 30-20, 20-15, 
20-10, 15-10, 10-1, 5-10, 1-5, 1-3 or 1-2. 

To improve or alter the characteristics of Nodal or Lefty polypeptides, 

15 protein engineering may be employed. Recombinant DNA technology known to 
those skilled in the art can be used to create novel mutant polypeptides or 
muteins including single or multiple amino acid substitutions, deletions, additions 
or fusion proteins. Such modified polypeptides can show, e.g., enhanced activity 
or increased stability. In addition, they may be purified in higher yields and show 

20 better solubility than the corresponding natural polypeptide, at least under 
certain purification and storage conditions. 

Thus, the invention also encompasses Nodal and Lefty derivatives and 
analogs that have one or more amino acid residues deleted, added, or substituted 
to generate Nodal and Lefty polypeptides that are better suited for expression, 

25 scale up, etc., in the host cells chosen. For example, cysteine residues can be 
deleted or substituted with another amino acid residue in order to eliminate 
disulfide bridges; N-linked glycosylation sites can be altered or eliminated to 
achieve, for example, expression of a homogeneous product that is more easily 
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recovered and purified from yeast hosts which are known to hyperglycosylate N- 
linked sites. To this end, a variety of amino acid substitutions at one or both of 
the first or third amino acid positions on any one or more of the glycosylation 
recognition sequences in the Nodal and Lefty polypeptides of the invention, 
5 and/or an amino acid deletion at the second position of any. one or more such 
recognition sequences will prevent glycosylation of the Nodal or Lefty 
polypeptide at the modified tripeptide sequence (see, e,g., Miyajima, A., et al, 
EMBO J. 5(6): 1 1 93- 1 1 97 ( 1 986)). 

Amino acids in the Nodal and Lefty polypeptides of the present 

10 invention that are essential for function can be identified by methods known in 
the art, such as site-directed mutagenesis or alanine-scanning mutagenesis 
(Cunningham and Wells, Science 244:1081-1085 (1989)). The latter procedure 
introduces single alanine mutations at every residue in the molecule. The resulting 
mutant molecules are then tested for biological activity such as receptor binding 

15 or in vitro proliferative activity. 

Of special interest are substitutions of charged amino acids with other 
charged or neutral amino acids which may produce proteins with highly desirable 
improved characteristics, such as less aggregation.. Aggregation may not only 
reduce activity but also be problematic when preparing pharmaceutical 

20 formulations, because aggregates can be immunogenic (Pinckard, ei al, Clin. Exp. 
Immunol 2:331-340 (1967); Robbins, et al, Diabetes 36:838-845 (1987); 
Cleland, et al, Crit. Rev, Therapeutic Drug Carrier Systems 10:307-377 (1993)). 

Replacement of amino acids can also change the selectivity of the binding 
of a hgand to cell surface receptors (for example, Ostade, et al, Nature 

25 361:266-268 (1993)) describes certain mutations resulting in selective binding of 
TNF-a to only one of the two known types of TNF receptors. Sites that are 
critical for ligand-receptor binding can also be determined by structural analysis 
such as crystallization, nuclear magnetic resonance or photoaffinity labeling 
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(Smith, et al, 1 Mol Biol 224:899-904 (1992); de Vos, et al Science 255:306- 
312 (1992)). . 

Since Nodal and Lefty are members of the TGF-p-related protein family, 
to modulate rather than completely eliminate biological activities of Nodal and 

5 Lefty preferably mutations are made in sequences encoding amino acids in the 
Nodal and Lefty conserved domain, i.e., in positions 173 to 283 or SEQ ID N0:2 
or positions 125 to 348 of SEQ ID N0:4, more preferably in residues within this 
region which are not conserved in all members of the TGF-p-related protein 
family. In particular, mutations to the Nodal and Lefty polypeptides are mad in 

10 positions other than the conserved cysteine residues comprising the "cysteine 
knot" motif characteristic of TGF-p-related protein family members. Also 
forming part of the present invention are isolated polynucleotides comprising 
nucleic acid sequences which encode the above Nodal and Lefty mutants. 

The polypeptides of the present invention are preferably provided in an 

15 isolated form, and preferably are substantially purified. Recombinantly produced 
versions of the Nodal and Lefty polypeptides can be substantially purified by 
the one-step method described by Smith and Johnson {Gene 67:31-40 (1988)). 
Polypeptides of the invention also can be purified from natural or recombinant 
sources using anti-Nodal or anti-Lefty antibodies of the invention in methods 

20 which are well known in the art of protein purification. 

The invention further provides isolated Nodal and Lefty polypeptides 
comprising an amino acid sequence selected from the group consisting of (a) the 
amino acid sequence of the full-length Nodal polypeptide having the complete 
amino acid sequence shown in SEQ ID N0:2 (i.e., positions 1 to 283 of SEQ ID 

25 N0:2); (b) the amino acid sequence of the predicted active Nodal polypeptide 
having the amino acid sequence at positions 173 to 283 of SEQ ID N0:2; (c) the 
amino acid sequence of the Nodal polypeptide having the complete amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209092 
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and/or 209135; (d) the amino acid sequence of the active domain of the Nodal 
polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 and/or 209135; (e) the amino acid 
sequence of the Lefty polypeptide having the complete amino acid sequence in 

5 SEQ ID N0:4 (i.e., positions -18 to 348 of SEQ ID N0:4); (f) the amino acid 
sequence of the Lefty polypeptide having the complete amino acid sequence in 
SEQ ID N0:4 excepting the N-terminal methionine (i.e., positions -17 to 348 of 
SEQ ID N0:4); (g) the amino acid sequence of the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 60 to 348 of SEQ 

10 ID N0:4; (h) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 1 18 to 348 of SEQ ID 
NO:4; (i) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 125 to 348 of SEQ ID 
N0:4; (j) the amino acid sequence of the Lefty polypeptide having the complete 

15 amino acid sequence encoded by the cDNA clone contained in ATCC Deposit 
No. 209091; (k) the amino acid sequence of the Lefty polypeptide having the 
complete amino acid sequence excepting the N-terminal methionine encoded by 
the cDNA clone contained in ATCC Deposit No. 209091, and; (1) the amino acid 
sequence of the active domain of the Lefty polypeptide having the amino acid 

20 sequence encoded by the cDNA clone contained in ATCC Deposit No. 209091 . 

Further polypeptides of the present invention include polypeptides 
which have at least 90% similarity, more preferably at least 95% similarity, and 
still more preferably at least 96%, 97%, 98% or 99% similarity to those described 
above. The polypeptides of the invention also comprise those which are at least 

25 80% identical, more preferably at least 90% or 95% identical, still more 
preferably at least 96%, 97%, 98% or 99% identical to the polypeptide encoded 
by the deposited cDNAs or to the polypeptides of SEQ ID N0:2 or SEQ ID 



wo 99/09198 

98 

N0:4, and also include portions of such polypeptides with at least 30 amino 
acids and more preferably at least 50 amino acids. 

By "% similarity" for two polypeptides is intended a similarity score 
produced by comparing the amino acid sequences of the two polypeptides using 
5 the Bestfit program (Wisconsin Sequence Analysis Package, Version 8 for Unix, 
Genetics Computer Group, University Research Park, 575 Science Drive, 
Madison, WI 5371 1) and the default settings for determining similarity. Bestfit 
uses the local homology algorithm of Smith and Waterman (Advances in Applied 
Mathematics 2:482-489, 1981) to find the best segment of similarity between 
10 two sequences. 

By a polypeptide having an amino acid sequence at least, for example, 
95% "identical" to a reference amino acid sequence of a Nodal or Lefty 
polypeptide is intended that the amino acid sequence of the polypeptide is 
identical to the reference sequence except that the polypeptide sequence may 
15 include up to five amino acid alterations per each 100 amino acids of the reference 
amino acid of the Nodal or Lefty polypeptide. In other words, to obtain a 
polypeptide having an amino acid sequence at least 95% identical to a reference 
amino acid sequence, up to 5% of the amino acid residues in the reference 
sequence may be deleted or substituted with another amino acid, or a number of 
20 amino acids up to 5% of the total amino acid residues in the reference sequence 
may be inserted into the reference sequence. These alterations of the reference 
sequence may occur at the amino or carboxy terminal positions of the reference 
amino acid sequence or anywhere between those terminal positions, interspersed 
either individually among residues in the reference sequence or in one or more 
25 contiguous groups within the reference sequence. 

As a pracdcal matter, whether any particular polypeptide is at least 90%, 
95%, 96%, 97%, 98% or 99% identical to, for instance, the amino acid sequence 
showTi in Figures lA and B (SEQ ID N0:2), the amino acid sequence shown in 
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Figures 2A and B (SEQ ID N0:4), the amino acid sequence encoded by deposited 
cDNA clones HTLFA20, HNGEF08, and HUKEJ46, or fragments thereof, can 
be determined conventionally using known computer programs such the Bestfit 
program (Wisconsin Sequence Analysis Package, Version 8 for Unix, Genetics 
5 Computer Group, University Research Park, 575 Science Drive, Madison, Wl 
53711). When using Bestfit or any other sequence alignment program to 
determine whether a particular sequence is, for instance, 95% identical to a 
reference sequence according to the present invention, the parameters are set, of 
course, such that the percentage of identity is calculated over the full length of the 

10 reference amino acid sequence and that gaps in homology of up to 5% of the total 
number of amino acid residues in the reference sequence are allowed. 

In a specific embodiment, the identity between a reference (query) 
sequence (a sequence of the present invention) and a subject sequence, also 
refened to as a global sequence alignment, is determined using the FASTDB 

15 computer program based on the algorithm of Brutlag et al. (Comp. App. Biosci. 
6:237-245 (1990)). Preferred parameters used in a FASTDB amino acid 
alignment are: Matrix=PAM 0, k-tuple=2, Mismatch Penalty=l, Joining 
Penalty=20, Randomization Group Length=0, Cutoff Score^l, Window 
Size=sequence length, Gap Penalty=5, Gap Size Penalty=0.05, Window 

20 Size-500 or the length of the subject amino acid sequence, whichever is shorter. 
According to this embodiment, if the subject sequence is shorter than the query 
sequence due to N- or C-terminal deletions, not because of internal deletions, a 
manual correction is made to the results to take into consideration the fact that 
the FASTDB program does not account for N- and C-terminal truncations of the 

25 subject sequence when calculating global percent identity. For subject sequences 
truncated at the N- and C-termini, relative to the query sequence, the percent 
identity is corrected by calculating the number of residues of the query sequence 
that are N- and C-terminal of the subject sequence, which are not matched/aligned 
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with a corresponding subject residue, as a percent of the total bases of the query 
sequence. A determination of whether a residue is matched/ahgned is determined 
by results of the FASTDB sequence alignment. This percentage is then 
subtracted from the percent identity, calculated by the above FASTDB program 
5 using the specified parameters, to arrive at a final percent identity score. This 
final percent identity score is what is used for the purposes of this embodiment. 
Only residues to the N- and C-termini of the subject sequence, which are not 
matched/aligned with the query sequence, are considered for the purposes of 
manually adjusting the percent identity score. That is, only query residue 

10 positions outside the farthest N- and C-terminal residues of the subject sequence. 
For example, a 90 amino acid residue subject sequence is aligned with a 100 
residue query sequence to determine percent identity. The deletion occurs at the 
N-terminus of the subject sequence and therefore, the FASTDB alignment does 
not show a matching/alignment of the first 10 residues at the N-terminus. The 10 

15 unpaired residues represent 10% of the sequence (number of residues at the N- 
and C- termini not matched/total number of residues in the query sequence) so 
10% is subtracted from the percent identity score calculated by the FASTDB 
program. If the remaining 90 residues were perfectly matched the final percent 
identity would be 90%, In another example, a 90 residue subject sequence is 

20 compared with a 100 residue query sequence. This time the deletions are internal 
deletions so there are no residues at the N- or C-termini of the subject sequence 
which are not matched/aligned with the query. In this case the percent identity 
calculated by FASTDB is not manually corrected. Once again, only residue 
positions outside the N- and C-terminal ends of the subject sequence, as 

25 displayed in the FASTDB alignment, which are not matched/aligned with the 
query sequence are manually corrected for. No other manual corrections are made 
for the purposes of this embodiment. 
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The invention also encompasses fusion proteins in which the full-length 
Nodal or Lefty polypeptide or fragment, variant, derivative, or analog thereof is 
fused to an unrelated protein. These fusion proteins can be routinely designed on 
the basis of the Nodal or Lefty nucleotide and polypeptide sequences disclosed 
5 herein. For example, as one of skill in the art will appreciate, Nodal and/or Lefty 
polypeptides and fragments (including epitope-bearing fragments) thereof 
described herein can be combined with parts of the constant domain of 
immunoglobulins (IgG), resulting in chimeric (fusion) polypeptides. These fusion 
proteins facilitate purification and show an increased half-life in vivo. This has 

10 been shown, e.g., for chimeric proteins consisting of the first two domains of the 
human CD4-polypeptide and various domains of the constant regions of the 
heavy or light chains of mammalian immunoglobulins (EP A 394,827; Traunecker, 
et aL, Nature 331:84-86 (1988)). Fusion proteins that have a disulfide-linked 
dimeric structure due to the IgG part can also be more efficient in binding and 

15 neutralizing other molecules than the monomeric Nodal or Lefty proteins or 
protein fragments alone (Fountoulakis, et ai, J. Biochem. 270:3958-3964 (1995)). 
Examples of Nodal and Lefty fusion proteins that are encompassed by the 
invention include, but are not limited to, fusion of the Nodal or Lefty 
polypeptide sequences to any amino acid sequence that allows the fusion 

20 proteins to be displayed on the cell surface (e.g. the IgG Fc domain); or fusions to 
an enzyme, fluorescent protein, or luminescent protein which provides a marker 
function. 

Antibodies 

25 Nodal or Lefty polypeptide-specific antibodies for use in the present 

invention can be raised against the intact Nodal or Lefty protein or an antigenic 
polypeptide fragment thereof, which may be presented together with a carrier 
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protein, such as an albumin, to an animal system (such as rabbit or mouse) or, if il 
is long enough (at least about 25 amino acids), without a carrier. 

As used herein, the term "antibody" (Ab) or "monoclonal antibody" 
(Mab) is meant to include intact molecules as well as antibody fragments (such 
5 as, for example, Fab and F(ab')2 fragments) which are capable of specifically 
binding to Nodal or Lefty protein. Fab and F(ab')2 fragments lack the Fc 
fragment of intact antibody, clear more rapidly from the circulation, and may have 
less non-specific tissue binding of an intact antibody (Wahl, ef ai, J, Nucl. Med 
24:316-325 (1983)). Thus, these fragments are preferred. 

10 The antibodies of the present invention may be prepared by any of a 

variety of methods. For example, cells expressing the Nodal or Lefty protein or 
an antigenic fragment thereof can be administered to an animal in order to induce 
the production of sera containing polyclonal antibodies. In a preferred method, a 
preparation of Nodal and Lefty protein is prepared and purified to render it 

15 substantially free of natural contaminants. Such a preparation is then introduced 
into an animal in order to produce polyclonal antisera of greater specific activity. 

In the most preferred method, the antibodies of the present invention are 
monoclonal antibodies (or Nodal or Lefty protein binding fragments thereof). 
Such monoclonal antibodies can be prepared using hybridoma technology 

20 (Kohler, et aL, Nature 256:495 (1975); Kohler, et al, Eur, J. Immunol 6:511 
(1976); Kohler, et ai, Eur. J. Immunol 6:292 (1976); Hammerling, et al, in: 
Monoclonal Antibodies and T-Cell Hybridomas, Elsevier, N.Y., (1981) pp. 
563-681)). In general, such procedures involve immunizing an animal (preferably 
a mouse) with a Nodal or Lefty protein antigen or, more preferably, with a Nodal 

25 or Lefty protein-expressing cell. Suitable cells can be recognized by their 
capacity to bind anti-Nodal or anti-Lefty protein antibody. Such cells may be 
cultured in any suitable tissue culture medium; however, it is preferable to culture 
cells in Earle's modified Eagle's medium supplemented with 10% fetal bovine 
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serum (inactivated at about 56** C), and supplemented with about 10 \xg/l of 
nonessential amino acids, about 1,000 U/ml of penicillin, and about 100 (xg/ml of 
streptomycin. The splenocytes of such mice are extracted and fused with a 
suitable myeloma cell line. Any suitable myeloma cell line may be employed in 
5 accordance with the present invention; however, it is preferable to employ the 
parent myeloma cell line (SP20), available from the American Type Culture 
Collection, Rockville, Maryland, After fusion, the resulting hybridoma cells are 
selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands and colleagues {Gastroenterology 80:225-232 (1981)). The 
10 hybridoma cells obtained through such a selection are then assayed to identify 
clones which secrete antibodies capable of binding the Nodal or Lefty protein 
antigen. 

Alternatively, additional antibodies capable of binding to the Nodal or 
Lefty protein antigens may be produced in a two-step procedure through the use 

15 of anti-idiotypic antibodies. Such a method makes use of the fact that antibodies 
are themselves antigens, and that, therefore, it is possible to obtain an antibody 
which binds to a second antibody. In accordance with this method, Nodal or 
Lefty protein-specific antibodies are used to immunize an animal, preferably a 
mouse. The splenocytes of such an animal are then used to produce hybridoma 

20 cells, and the hybridoma cells are screened to identify clones which produce an 
antibody whose ability to bind to the Nodal or Lefty protein-specific antibody 
can be blocked by the Nodal or Lefty protein antigen. Such antibodies comprise 
anti-idiotypic antibodies to the Nodal or Lefty protein-specific antibodies and 
can be used to immunize an animal to induce formation of further Nodal or Lefty 

25 protein-specific antibodies. 

It will be appreciated that Fab and F(ab')2 and other fragments of the 
antibodies of the present invention may be used according to the methods 
disclosed herein. Such fragments are typically produced by proteolytic cleavage, 
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using enzymes such as papain (to produce Fab fragments) or pepsin (to produce 
F(ab')2 fragments). Alternatively, Nodal or Lefty protein-binding fragments can 
be produced through the application of recombinant DNA technology or through 
synthetic chemistry. 

5 For in vivo use of anti-Nodal and anti-Lefty in humans, it may be 

preferable to use "humanized" chimeric monoclonal antibodies. Such antibodies 
can be produced using genetic constructs derived from hybridoma cells producing 
the monoclonal antibodies described above. Methods for producing chimeric 
antibodies are known in the art (Morrison, Science 229:1202 (1985); Oi, et al., 

10 BioTechniques 4:214 (1986); Cabilly, et aL, U.S. Patent No. 4,816,567; 
Taniguchi, etaL,E? 171496; Morrison, et aL, EP 173494; Neuberger, et ai, WO 
8601533; Robinson, et al, WO 8702671; Boulianne, et oL, Nature 312:643 
(1984); Neuberger, et al, Nature 314:268 (1985). 

Cellular Growth and Differentiation-Related Disorders 
15 Diagnosis 

The present inventors have discovered that Nodal is expressed in 
neutrophils and testes. In addition, the present inventors have discovered that 
Lefty is expressed in uterine cancer, colon cancer, apoptotic T-cells, fetal heart, 
Wilm's Tumor tissue, frontal lobe of the brain from a patient with dementia, 

20 neutrophils, salivary gland, small intestine, 7, 8, and 12 week old human embryos, 
frontal cortex and hypothalamus from a patient with schizophrenia, brain from a 
patient with Alzheimer's Disease, adipose tissue, brown fat, TNF- and 
LPS-induced and uninduced bone marrow stroma, activated monocytes and 
macrophages, rhabdomyosarcoma, cycloheximide-treated Raji cells, breast lymph 

25 nodes, hemangiopericytoma, testes, fetal epithelium (skin), and IL-5-induced 
eosinophils.. For a number of cell growth and differentiation-related disorders, 
substantially altered (increased or decreased) levels of Nodal or Lefty gene 
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expression can be detected in affected tissues, cells, or bodily fluids (e.g., sera, 
plasma, urine, synovial fluid or spinal fluid) taken from an individual having such 
a disorder, relative to a "standard" Nodal or Lefty gene expression level, that is, 
the Nodal and Lefty expression level in affected tissues or bodily fluids from an 
5 individual not having the cell growth and differentiation disorder. Thus, the 
invention provides a diagnostic method useful during diagnosis of a cell growth 
and differentiation disorder, which involves measuring the expression level of the 
gene encoding the Nodal or Lefty proteins in affected tissues, cells, or body fluids 
from an individual and comparing the measured gene expression level with a 

10 standard Nodal or Lefty gene expression level, whereby an increase or decrease in 
the gene expression level compared to the standard is indicative of a cell growth 
and differentiation disorder. 

In particular, it is believed that certain tissues in mammals with cancer of 
the immune or reproductive systems express significantly reduced levels of the 

15 Nodal or Lefty proteins and mRNA encoding the Nodal or Lefty proteins when 
compared to corresponding "standard" levels. Further, it is believed that 
enhanced levels of the Nodal or Lefty proteins can be detected in certain body 
fluids (e.g., sera, plasma, urine, and spinal fluid) from mammals with such a 
cancer when compared to sera from mammals of the same species not having the 

20 cancer. 

Thus, the invention provides a diagnostic method useful during diagnosis 
of a cellular growth and differentiation disorder, including cancers, which involves 
measuring the expression level of the genes encoding the Nodal and Lefty proteins 
in tissues, cells, or body fluids from an individual and comparing the measured 
25 gene expression levels with standard Nodal and Lefty gene expression levels, 
whereby an increase or decrease in the gene expression level compared to the 
standard is indicative of a cell growth and differentiation disorder. 
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Where a diagnosis of a disorder in the regulation of cell growth and 
differentiation, including diagnosis of a tumor, has already been made according to 
conventional methods, the present invention is useful as a prognostic indicator, 
whereby patients exhibiting depressed Nodal or Lefty gene expression will 
5 experience a worse clinical outcome relative to patients expressing the gene at a 
level nearer the standard level. 

By "assaying the expression level of the genes encoding the Nodal and 
Lefty polypeptides" is intended qualitatively or quantitatively measuring or 
estimating the level of the Nodal and Lefty polypeptides or the level of the 
10 mRNA encoding the Nodal and Lefty polypeptides in a first biological sample 
either directly (e.g., by determining or estimating absolute protein level or mRNA 
level) or relatively (e.g., by comparing to the Nodal and Lefty polypeptides levels 
or mRNA level in a second biological sample). Preferably, the Nodal and Lefty 
polypeptides levels or mRNA levels in the first biological sample is measured or 
15 estimated and compared to a standard Nodal and Lefty polypeptide level or 
mRNA level, the standard being taken from a second biological sample obtained 
from an individual not having the disorder or being determined by averaging levels 
from a population of individuals not having a disorder of cellular growth and 
differentiation. As will be appreciated in the art, once standard Nodal and Lefty 
20 polypeptides levels or mRNA levels are known, they can be used repeatedly as a 
standard for comparison. 

By "biological sample" is intended any biological sample obtained from an 
individual, body fluid, cell line, tissue culture, or other source which contains 
Nodal and Lefty protein or mRNA. As indicated, biological samples include 
25 body fluids (such as sera, plasma, urine, synovial fluid and spinal fluid) which 
contain free active forms of Nodal or Lefty protein, tissues exhibiting the effects 
of abnormally regulated cell growth or differentiation, and other tissue sources 
found to express complete, mature, or active forms of the Nodal or Lefty proteins 
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or a Nodal or Lefty receptor. Methods for obtaining tissue biopsies and body 
fluids from mammals are well known in the art. Where the biological sample is to 
include mRNA, a tissue biopsy is the preferred source. 

The present invention is useful for diagnosis or treatment of various cell 
5 growth and differentiation-related disorders in mammals, preferably humans. 
Such disorders include tumors, cancers, interstitial lung disease, and any 
disregulation of the growth and differentiation patterns of cell function including, 
but not limited to, autoimmunity, arthritis, leukemias, lymphomas, 
immunosuppression, immunity, humoral immunity, inflammatory bowel disease, 

10 myelosuppression, and the like. 

Total cellular RNA can be isolated from a biological sample using any 
suitable technique such as the single-step guanidinium-thiocyanate-phenol- 
chloroform method described by Chomczynski and Sacchi {Anal. Biochem. 
162:156-159 (1987)). Levels of mRNA encoding the Nodal and Lefty 

15 polypeptides are then assayed using any appropriate method. These include 
Northern blot analysis, SI nuclease mapping, the polymerase chain reaction 
(PGR), reverse transcription in combination with the polymerase chain reaction 
(RT-PCR), and reverse transcription in combination with the ligase chain reaction 
(RT-LCR). 

20 Assaying Nodal and Lefty polypeptides levels in a biological sample can 

occur using antibody-based techniques. For example, Nodal and Lefty protein 
expression in tissues can be studied with classical immunohistological methods 
(Jalkanen, M., et aL, J, Cell Biol 101:976-985 (1985); Jalkanen, M., et al., J. 
Cell. Biol 105:3087-3096 (1987)). Other antibody-based methods useful for 

25 detecting Nodal and Lefty polypeptides gene expression include immunoassays, 
such as the enzyme linked immunosorbent assay (ELISA) and the 
radioimmunoassay (RIA). Suitable antibody assay labels are known in the art 
and include enzyme labels, such as, glucose oxidase, and radioisotopes, such as 
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iodine ('^'I, '^'l), carbon ('^C), sulfur (^'S), tritium (^H), indium (*'^In), and 
technetium (^^"^Tc), and fluorescent labels, such as fluorescein and rhodamine, and 
biotin. 

In addition to assaying Nodal and Lefty protein levels in a biological 

5 sample obtained from an individual. Nodal and Lefty polypeptides can also be 
detected in vivo by imaging. Antibody labels or markers for in vivo imaging of 
Nodal or Lefty protein include those detectable by X-radiography, NMR or ESR. 
For X-radiography, suitable labels include radioisotopes such as barium or 
cesium, which emit detectable radiation but are not overtly harmful to the subject. 

10 Suitable markers for NMR and ESR include those with a detectable characteristic 
spin, such as deuterium, which may be incorporated into the antibody by labeling 
of nutrients for the relevant hybridoma. 

A Nodal or Lefty polypeptide-specific antibody or antibody fragment 
which has been labeled with an appropriate detectable imaging moiety, such as a 

15 radioisotope (for example, *^'l, **^In, ^^'"Tc), a radio-opaque substance, or a 
material detectable by nuclear magnetic resonance, is introduced (for example, 
parenterally, subcutaneously or intraperitoneally) into the mammal to be 
examined for immune system disorder. It will be understood in the art that the 
size of the subject and the imaging system used will determine the quantity of 

20 imaging moiety needed to produce diagnostic images. In the case of a 
radioisotope moiety, for a human subject, the quantity of radioactivity injected 
will normally range from about 5 to 20 millicuries of ^^"^Tc. The labeled antibody 
or antibody fi-agment will then preferentially accumulate at the location of cells 
which contain Nodal and Lefty protein, in vivo tumor imaging is described by 

25 Burchiel and coworkers (Chapter 13 in Tumor Imaging: The Radiochemical 
Detection of Cancer, Burchiel, S. W. and Rhodes, B. A., eds., Masson Publishing 
Inc. (1982)). 
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Treatment 

As noted above, Nodal and Lefty polynucleotides and polypeptides are 
useful for diagnosis of conditions involving abnormally high or low expression of 
5 Nodal and Lefty activities. Given the cells and tissues where Nodal and Lefty are 
expressed as well as the activities modulated by Nodal and Lefty, it is readily 
apparent that a substantially altered (increased or decreased) level of expression 
of Nodal and Lefty in an individual compared to the standard or "normal" level 
produces pathological conditions related to the bodily system(s) in which Nodal 

10 and Lefty are expressed and/or are active. 

It will also be appreciated by one of ordinary skill that, since the Nodal 
and Lefty proteins of the invention are members of the TGF-p superfamily the 
active domains of the proteins may be released in soluble form from the cells 
which express the Nodal and Lefty by proteolytic cleavage. Therefore, when 

15 Nodal or Lefty active domain is added from an exogenous source to cells, tissues 
or the body of an individual, the protein will exert its physiological activities on 
its target cells of that individual. 

Therefore, it will be appreciated that conditions caused by a decrease in 
the standard or normal level of Nodal or Lefty activity in an individual, 

20 particularly disorders of cell growth and differentiation, can be treated by 
administration of the active form of Nodal or Lefty polypeptides. Thus, the 
invention also provides a method of treatment of an individual in need of an 
increased level of Nodal or Lefty activity comprising administering to such an 
individual a pharmaceutical composition comprising an amount of an isolated 

25 Nodal or Lefty polypeptide of the invention, particularly the active form of the 
Nodal and Lefty protein of the invention, effective to increase the Nodal and 
Lefty activity level in such an individual. 
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Since Nodal and Lefty inhibit endothelial cell function, compositions (e.g., 
polynucleotides, polypeptides, and fragments variants, derivatives and analogs 
thereof, and antibodies thereto, and angonists and antagonists thereto) 
corresponding to these genes may be used as anti-inflammatories. Nodal and 
5 Lefty compositions may also be employed to inhibit T-cell proliferation by the 
inhibition of IL-2 biosynthesis for the treatment of T-cell mediated auto-immune 
diseases and lymphocytic leukemias. In addition, compositions corresponding to 
Nodal and Lefty regulate Thi/Th2 cytokine production. Further, Nodal and Lefty 
compositions may also be administered to treat or prevent inflammation, allergy, 

10 and infectious diseases or as an adjuvant for immunotherapy of tumors. Nodal 
and Lefty compositions may also be employed to stimulate wound healing. In 
this same manner, Nodal and Lefty compounds may also be employed to regulate 
hematopoiesis, by regulating the activation and differentiation of various 
hematopoietic progenitor cells, such as for example, to stimulate erythropoiesis 

15 or to stimulate the release of mature leukocytes from the bone marrow following 
chemotherapy, i.e., in stem cell mobilization. 

Since Nodal is essential for mesoderm formation and subsequent 
organization of axial structures in early mouse development, the human Nodal 
homologue of the present invention is also likely involved developmental 

20 processes such as the correct formation of various structures or in one or more 
post-developmental capacities including sexual development, pituitary hormone 
production, and the creation of bone and cartilage, as are many of the other 
members of the TGF-p superfamily. Accordingly, the invention encompasses 
the use of Nodal compositions to regulate these processes, such as, for example, 

25 in stimulating bone and/or cartilage formation, and stimulating the production of 
pituitary hormone, . 

Since murine Lefty is important in left/right handedness of the developing 
organism. The homology between murine Lefty and the novel human Lefty 
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homologue of the present invention indicates that the novel human Lefty 
homologue of the present invention may also be involved in correct formation of 
various structures with respect to the rest of the developing organism or Lefty 
may also be involved in one or more post-developmental capacities including 

5 sexual development, pituitary hormone production, and the creation of bone and 
cartilage, as are many of the other members of the TGF-p superfamily. 
Accordingly, the invention encompasses the use of Nodal compositions to 
regulate these processes, such as, for example, in stimulating bone and/or cartilage 
formation, and stimulating the production of hormones in the pituitary. 

10 Nodal and Lefty compounds may also be administered regulate or 

modulate cell growth and differentiation which is not necessarily associated with 
endogenously high or low levels of Nodal and/or Lefty. For example, Nodal and 
Lefty polypeptides of the present invention are useful for enhancing or enriching 
the growth and/or differentiation of specific cell populations, e.g., embryonic cells 

15 or stem cells. 

Formulations and A dmin istration 

The Nodal and/or Lefty polypeptide composition will be formulated and 
dosed in a fashion consistent with good medical practice, taking into account the 

20 clinical condition of the individual patient (especially the side effects of treatment 
with Nodal and/or Lefty polypeptide alone), the site of delivery of the Nodal 
and/or Lefty polypeptide composition, the method of administration, the 
scheduling of administration, and other factors known to practitioners. The 
"effective amount" of Nodal and/or Lefty polypeptide for purposes herein is thus 

25 determined by such considerations. 

As a general proposition, the total pharmaceutically effective amount of 
Nodal and/or Lefty polypeptide administered parenterally per dose will be in the 
range of about 1 fxg/kg/day to 1 0 mg/kg/day of patient body weight, although, as 
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noted above, this will be subject to therapeutic discretion. More preferably, this 
dose is at least 0.01 mg/kg/day, and most preferably for humans between about 
0.01 and 1 mg/kg/day for the hormone. If given continuously, the Nodal and/or 
Lefty polypeptide is typically administered at a dose rate of about 1 fxg/kg/hour 

5 to about 50 [Ag/kg/hour, either by 1-4 injections per day or by continuous 
subcutaneous infusions, for example, using a mini-pump. An intravenous bag 
solution may also be employed. The length of treatment needed to observe 
changes and the interval following treatment for responses to occur appears to 
vary depending on the desired effect. 

10 Pharmaceutical compositions containing the Nodal and Lefty proteins of 

the invention may be administered orally, rectally, parenterally, intracistemally, 
intravaginally, intraperitoneally, topically (as by powders, ointments, drops or 
transdermal patch), bucally, or as an oral or nasal spray. By "pharmaceutically 
acceptable carrier" is meant a non-toxic solid, semisolid or liquid filler, diluent, 

15 encapsulating material or formulation auxiliary of any type. The term 
"parenteral" as used herein refers to modes, of administration which include 
intravenous, intramuscular, intraperitoneal, intrasternal, subcutaneous and 
intraarticular injection and infusion. 

The Nodal and Lefty polypeptides are also suitably administered by 

20 sustained-release systems. Suitable examples of sustained-release compositions 
include semi-permeable polymer matrices in the form of shaped articles, e.g., 
films, or mirocapsules. Sustained-release matrices include polylactides (U.S. Pat. 
No. 3,773,919, EP 58,481), copolymers of L-glutamic acid and gamma-ethyl-L- 
glutamate (Sidman, U., et ai, Biopolymers 22:547-556 (1983)), poly (2- 

25 hydroxyethyl methacrylate; Langer, R., a/., J. Biomed. Mater. Res. 15:167-277 
(1981), and Langer, R., Chem. Tech. 12:98-105 (1982)), ethylene vinyl acetate 
(Langer, R., et al., Id) or poly-D- (-)-3-hydroxybutyric acid (EP 133,988). 
Sustained-release Nodal and Lefty polypeptide compositions also include 
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liposomally entrapped Nodal and Lefty polypeptides. Liposomes containing 
Nodal and Lefty polypeptides are prepared by methods known in the art (DE 
^ 3,218,121; Epstein, et aL, Proc. Natl. Acad Sci. (USA) 82:3688-3692 (1985); 
Hwang, etaL Proc. Natl Acad Scl (USA) 77:4030-4034 (1980); EP 52,322; EP 

5 36,676; EP 88,046; EP 143,949; EP 142,641; Japanese Pat. Appl. 83-118008; 
U.S. Pat. Nos. 4,485,045 and 4,544,545; and EP 102,324). Ordinarily, the 
liposomes are of the small (about 200-800 Angstroms) unilamellar type in which 
the lipid content is greater than about 30 mol. percent cholesterol, the selected 
proportion being adjusted for the optimal Nodal and Lefty polypeptide therapy. 

10 For parenteral administration, in one embodiment, the Nodal and/or Lefty 

polypeptide is formulated generally by mixing it at the desired degree of purity, 
in a unit dosage injectable form (solution, suspension, or emulsion), with a 
pharmaceutical ly acceptable carrier, i.e., one that is non-toxic to recipients at the 
dosages and concentrations employed and is compatible with other ingredients of 

15 . the formulation. For example, the formulation preferably does not include 
oxidizing agents and other compounds that are known to be deleterious to 
polypeptides. 

Generally, the formulations are prepared by contacting the Nodal and 
Lefty polypeptide uniformly and intimately with liquid carriers or finely divided 
20 solid carriers or both. Then, if necessary, the product is shaped into the desired 
formulation. Preferably the carrier is a parenteral carrier, more preferably a 
solution that is isotonic with the blood of the recipient. Examples of such carrier 
vehicles include water, saline, Ringer's solution, and dextrose solution. 
Non-aqueous vehicles such as fixed oils and ethyl oleate are also useful herein, as 
25 well as liposomes. 

The carrier suitably contains minor amounts of additives such as 
substances that enhance isotonicity and chemical stability. Such materials are 
non-toxic to recipients at the dosages and concentrations employed, and include 
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buffers such as phosphate, citrate, succinate, acetic acid, and other organic acids 
or their salts; antioxidants such as ascorbic acid; low molecular weight (less than 
about ten residues) polypeptides, e.g., polyarginine or tripeptides; proteins, such 
as serum albumin, gelatin, or immunoglobuhns; hydrophilic polymers such as 
5 polyvinylpyrrolidone; amino acids, such as glycine, glutamic acid, aspartic acid, 
or arginine; monosaccharides, disaccharides, and other carbohydrates including 
cellulose or its derivatives, glucose, manose, or dextrins; chelating agents such as 
EDTA; sugar alcohols such as mannitol or sorbitol; counterions such as sodium; 
and/or nonionic surfactants such as polysorbates, poloxamers, or PEG. 

10 Another embodiment of the invention provides pharmaceutical 

compositions which contain a therapeutically effective amount of human Nodal 
and/or Lefty polypeptide, in a pharmaceutically acceptable vehicle or carrier. 
These compositions of the invention may be useful in the therapeutic modulation 
or diagnosis of bone, cartilage, or other connective cell or tissue growth and/or 

15 differentiation. These compositions may be used to treat such conditions as 
osteoarthritis, osteoporosis, and other abnormalities of bone, cartilage, muscle, 
tendon, ligament and/or other connective tissues and/or organs such as liver, lung, 
cardiac, pancreas, kidney, and other tissues. These compositions may also be 
useful in the growth and/or formation of cartilage, tendon, ligament, meniscus, and 

20 other connective tissues or any combination of the above (e.g., therapeutic 
modulation of the tendon-to-bone attachment apparatus). These compositions 
may also be useful in treating periodontal disease and modulating wound healing 
and tissue repair of such tissues as epidermis, nerve, muscle, cardiac muscle, liver, 
lung, cardiac, pancreas, kidney, and other tissues and/or organs. Pharmaceutical 

25 compositions containing Nodal and/or Lefty of the invention may include one or 
more other therapeutically useful component such as BMP-1, BMP-2, BMP-3, 
BMP-4, BMP-5, BMP-6, and/or BMP-7 {See, for example, U. S. Patent Nos. 
5,108,922; 5,013,649; 5,116,738; 5,106,748; 5,187,076; and 5,141,905), BMP-8 
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{See, for example, PCT publication W09 1/1 8098), BMP-9 for example, 

PCT publication WO93/00432), BMP-10 {See, for example, PCT publication 
W094/26893), BMP-11 {See, for example, PCT publication W094/26892), 
BMP-12 and/or BMP-13 {See, for example, PCT publication WO95/16035), with 
5 other growth factors including, but not limited to, BIP, one or more of the growth 
and differentiation factors (GDFs), VGR-2, epidermal growth factor (EGF), 
fibroblast growth factor (FGF), TGF-alpha, TGF-beta, activins, inhibins, and 
insulin-like growth factor (IGF). 

The Nodal and Lefty polypeptides are typically formulated in such 
10 vehicles at a concentration of about 0.1 mg/ml to 100 mg/ml, preferably 1-10 
mg/ml, at a pH of about 3 to 8. It will be understood that the use of certain of the 
foregoing excipients, carriers, or stabilizers will result in the formation of Nodal 
and Lefty polypeptide salts. 

Nodal and Lefty polypeptides to be used for therapeutic administration 
15 must be sterile. Sterility is readily accomplished by filtration through sterile 
filtration membranes (e.g., 0.2 micron membranes). Therapeutic Nodal and Lefty 
polypeptide compositions generally are placed into a container having a sterile 
access port, for example, an intravenous solution bag or vial having a stopper 
pierceable by a hypodermic injection needle. 
20 Nodal and Lefty polypeptides ordinarily will be stored in unit or 

multi-dose containers, for example, sealed ampoules or vials, as an aqueous 
solution or as a lyophilized formulation for reconstitution. As an example of a 
lyophilized formulation, 10-ml vials are filled with 5 ml of sterile-filtered 1% 
(w/v) aqueous Nodal and Lefty polypeptide solution, and the resulting mixture is 
25 lyophilized. The infusion solution is prepared by reconstituting the lyophilized 
Nodal and Lefty polypeptide using bacteriostatic water-for-injection (WFI). 

The invention also provides a pharmaceutical pack or kit comprising one 
or more containers filled with one or more of the ingredients of the pharmaceutical 
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compositions of the invention. Associated with such container(s) can be a notice 
in the form prescribed by a governmental agency regulating the manufacture, use 
or sale of pharmaceuticals or biological products, which notice reflects approval 
by the agency of manufacture, use or sale for human administration. In . addition, 
5 the polypeptides of the present invention may be employed in conjunction with 
other therapeutic compounds. 

Agonists and Antagonists - Assays and Molecules 

The invention also provides a method of screening compounds to identify 

10 those which enhance or block the action of Nodal and Lefty on cells, such as their 
interactions with Nodal- or Lefty-binding molecules such as receptor molecules. 
An agonist is a compound which increases the natural biological functions of 
Nodal or Lefty or which functions in a manner similar to Nodal or Lefty, while 
antagonists decrease or eliminate such functions. • 

15 In another embodiment, the invention provides a method for identifying a 

receptor protein or other ligand-binding protein which binds specifically to a 
Nodal or Lefty polypeptide. For example, a cellular compartment, such as a 
membrane or a preparation thereof, may be prepared from a cell that expresses a 
molecule that binds Nodal or Lefty. The preparation is incubated with labeled 

20 Nodal or Lefty and complexes of Nodal or Lefty bound to the receptor or other 
binding protein are isolated and characterized according to routine methods 
known in the art. Alternatively, the Nodal or Lefty polypeptides may be bound 
to a solid support so that binding molecules solubilized from cells are bound to 
the column and then eluted and characterized according to routine methods. 

25 In the assay of the invention for agonists or antagonists, a cellular 

compartment, such as a membrane or a preparation thereof, may be prepared 
from a cell that expresses a molecule that binds Nodal or Lefty, such as a 
molecule of a signaling or regulatory pathway modulated by Nodal or Lefty, The 
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preparation is incubated with labeled Nodal or Lefty in the absence or the 
presence of a candidate molecule which may be a Nodal or Lefty agonist or 
antagonist. The ability of the candidate molecule to bind the binding molecule is 
reflected in decreased binding of the labeled ligand. Molecules which bind 
5 gratuitously, i.e., without inducing the effects of Nodal or Lefty on binding the 
Nodal or Lefty binding molecule, are most likely to be good antagonists. 
Molecules that bind well and elicit effects that are the same as or closely related 
to Nodal or Lefty are agonists. 

Nodal or Lefty-like effects of potential agonists and antagonists may by 

10 measured, for instance, by determining activity of a second messenger system 
following interaction of the candidate molecule with a cell or appropriate cell 
preparation, and comparing the effect with that of Nodal or Lefty or molecules 
that elicit the same effects as Nodal or Lefty. Second messenger systems that 
may be useful in this regard include but are not limited to AMP guanylate 

15 cyclase, ion channel or phosphoinositide hydrolysis second messenger systems. 

Another example of an assay for Nodal and Lefty antagonists is a 
competitive assay that combines Nodal or Lefty and a potential antagonist with 
membrane-bound Nodal or Lefty receptor molecules or recombinant Nodal or 
Lefty receptor molecules under appropriate conditions for a competitive 

20 inhibition assay. Nodal and Lefty can be labeled, such as by radioactivity, such 
that the number of Nodal or Lefty molecules bound to a receptor molecule can be 
determined accurately to assess the effectiveness of the potential antagonist. 

Potential antagonists include small organic molecules, peptides, 
polypeptides and antibodies that bind to a polypeptide of the invention and 

25 thereby inhibit or extinguish its activity. Potential antagonists also may be small 
organic molecules, a peptide, a polypeptide such as a closely related protein or 
antibody that binds the same sites on a binding molecule, such as a receptor 
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molecule, without inducing Nodal- or Lefty-induced activities, thereby preventing 
the action of Nodal or Lefty by excluding Nodal or Lefty fi-om binding. 

Other potential antagonists include antisense molecules. Antisense 
technology can be used to control gene expression through antisense DNA or 
5 RNA or through triple-helix formation. Antisense techniques are discussed in a 
number of studies (for example, Okano, J. Neurochem. 56:560 (1991); 
"Oligodeoxynucleotides as Antisense Inhibitors of Gene Expression." CRC Press, 
Boca Raton, FL (1988)). Triple helix formation is discussed in a number of 
studies, as well (for instance, Lee, et al, Nucleic Acids Research 6:3073 (1979); 

10 Cooney, et al. Science 241:456 (1988); Dervan, et ai, Science 251:1360 (1991)). 
The methods are based on binding of a polynucleotide to a complementary DNA 
or RNA. For example, the 5' coding portion of a polynucleotide that encodes the 
mature polypeptide of the present invention may be used to design an antisense 
RNA oligonucleotide of from about 10 to 40 base pairs in length. A DNA 

1 5 oligonucleotide is designed to be complementary to a region of the gene involved 
in transcription thereby preventing transcription and the production of Nodal or 
Lefty. The antisense RNA oligonucleotide hybridizes to the mRNA in vivo and 
blocks translation of the mRNA molecule into Nodal and Lefty polypeptide. 
The oligonucleotides described above can also be delivered to cells such that the 

20 antisense RNA or DNA may be expressed in vivo to inhibit production of Nodal 
or Lefty protein. 

The agonists and antagonists may be employed in a composition with a 
pharmaceutically acceptable carrier, e.g., as described above. 

The antagonists may be employed for instance to inhibit the activation of 
25 macrophages and their precursors, and of neutrophils, basophils, B lymphocytes 
and some T-cell subsets, e.g., activated and CDS cytotoxic T cells and natural 
killer cells, in certain autoimmune and chronic inflammatory and infective 
diseases. Examples of autoimmune diseases include multiple sclerosis, and 
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insulin-dependent diabetes. The antagonists may also be employed to treat 
infectious diseases including silicosis, sarcoidosis, idiopathic pulmonary fibrosis 
by preventing the recruitment and activation of mononuclear phagocytes. They 
may also be employed to treat idiopathic hyper-eosinophilic syndrome by 
5 preventing eosinophil production and stimulation. Endotoxic shock may also be 
treated by the antagonists by preventing the stimulation of macrophages and their 
production of the human chemokine polypeptides of the present invention. The 
antagonists may also be employed to treat histamine-mediated allergic reactions 
and immunological disorders including late phase allergic reactions, chronic 

10 urticaria, and atopic dermatitis by inhibiting mast cell and basophil degranulation 
and release of histamine. IgE-mediated allergic reactions such as allergic asthma, 
rhinitis, and eczema may also be treated. The antagonists may also be employed 
to treat chronic and acute inflammation by preventing the activation of 
monocytes in a wound area. Antagonists may also be employed to treat 

15 rheumatoid arthritis by preventing the activation of monocytes in the synovial 
fluid in the joints of patients. Monocyte activation plays a significant role in the 
pathogenesis of both degenerative and inflammatory arthropathies. The 
antagonists may be employed to interfere with the deleterious cascades attributed 
primarily to IL-1 and TNF, which prevents the biosynthesis of other 

20 inflammatory cytokines. In this way, the antagonists may be employed to 
prevent inflammation. The antagonists may also be employed to treat cases of 
bone marrow failure, for example, aplastic anemia and myelodysplastic 
syndrome. Any of the above antagonists may be employed in a composition 
with a pharmaceutically acceptable carrier, e.g., as hereinafter described. 

25 Gene Mapping 

The nucleic acid molecules of the present invention are also valuable for 
chromosome identification. The sequence is specifically targeted to and can 
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hybridize with a particular location on an individual human chromosome. 
Moreover, there is a current need for identifying particular sites on the 
chromosome. Few chromosome marking reagents based on actual sequence data 
(repeat polymorphisms) are presently available for marking chromosomal 
5 location. The mapping of DNAs to chromosomes according to the present 
invention is an important first step in correlating those sequences with genes 
associated with disease. 

In certain preferred embodiments in this regard, the cDNAs herein 
disclosed are used to clone genomic DNAs of Nodal and Lefty protein genes. 
10 This can be accomplished using a variety of well known techniques and libraries, 
which generally are available commercially. The genomic DNAs then are used for 
in situ chromosome mapping using well known techniques for this purpose. 

In addition, in some cases, sequences can be mapped to chromosomes by 
preparing PGR primers (preferably 15-25 bp) from the cDNA. Computer 
15 analysis of the 3' untranslated region of the gene is used to rapidly select primers 
that do not span more than one exon in the genomic DNA, thus complicating the 
amplification process. These primers are then used for PGR screening of somatic 
cell hybrids containing individual human chromosomes. Fluorescence in situ 
hybridization ("FISH") of a cDNA clone to a metaphase chromosomal spread can 
20 be used to provide a precise chromosomal location in one step. This technique 
can be used with probes from the cDNA as short as 50 or 60 bp (for a review of 
this technique, see Verma, et ai. Human Chromosomes: A Manual Of Basic 
Techniques, Pergamon Press, New York (1 988)). 

Once a sequence has been mapped to a precise chromosomal location, the 
25 physical position of the sequence on the chromosome can be correlated with 
genetic map data. Such data are found, for example, on the World Wide Web 
(McKusick, V. Mendelian Inheritance In Man, available on-line through Johns 
Hopkins University, Welch Medical Library). The relationship between genes 
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and diseases that have been mapped to the same chromosomal region are then 
identified through linkage analysis (coinheritance of physically adjacent genes). 

Next, it is necessary to determine the differences in the cDNA or genomic 
sequence between affected and unaffected individuals. If a mutation is observed 
5 in some or ail of the affected individuals but not in any normal individuals, then 
the mutation is likely to be the causative agent of the disease. 

Having generally described the invention, the same will be more readily 
understood by reference to the following examples, which are provided by way of 
illustration and are not intended as limiting. 

10 Examples 

Example 1(a): Expression and Purification of ''His-tagged" Nodal in E, coli 

The bacterial expression vector pQE9 (pDlO) is used for bacterial 
expression in this example. (QIAGEN, Inc., 9259 Eton Avenue, Chatsworth, 
CA, 91311). pQE9 encodes ampicillin antibiotic resistance ("Ampr") and 

13 contains a bacterial origin of replication ("ori"), an IPTG inducible prompter, a 
ribosome binding site ("RBS"), six codons encoding histidine residues that allow 
affinity purification using nickel-nitrilo-tri-acetic acid ("Ni-NTA") affinity resin 
sold by QIAGEN, Inc., supra, and suitable single restriction enzyme cleavage 
sites. These elements are arranged such that an inserted DNA fragment encoding 

20 a polypeptide expresses that polypeptide with the six His residues (i.e., a "6 X 
His tag") covalently linked to the amino terminus of that polypeptide. 

The DNA sequence encoding the desired portion of the Nodal and Lefty 
protein comprising the active domain of the Nodal amino acid sequence is 
amplified from the deposited cDNA clone using PGR oligonucleotide primers 

25 which anneal to the amino terminal sequences of the desired portion of the Nodal 
and Lefty protein and to sequences in the deposited construct 3' to the cDNA 
coding sequence. Additional nucleotides containing restriction sites to facilitate 
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cloning in the pQE9 vector are added to the 5' and 3' primer sequences, 
respectively. 

For cloning the active form of the Nodal protein, the 5' primer has the sequence 
5' CGC GGA TCC CAT CAC TTG CCA GAC AGA AG 3' (SEQ ID N0:9) 
5 containing the underlined Bam HI restriction site followed by 20 nucleotides of 
the amino terminal coding sequence of the mature Nodal sequence in SEQ ID 
N0:2. One of ordinary skill in the art would appreciate, of course, that the point 
in the protein coding sequence where the 5' primer begins may be varied to 
amplify a DNA segment encoding any desired portion of the complete Nodal 

jQ protein shorter or longer than the active form of the protein. The 3' primer has 
the sequence 5' GTA CGC AAG CTT GCA GGC AAA TCC AGT CTC CCT 
CCA GGG ATG3' (SEQ ID NO:10) containing the underlined HinA III 
restriction site followed by 30 nucleotides complementary to the 3' end of the 
coding sequence of the Nodal DNA sequence in Figure IB. 

15 The amplified Nodal DNA fragment and the vector pQE9 are digested 

with Bam HI and Hind III and the digested DNAs are then ligated together. 
Insertion of the Nodal DNA into the restricted pQE9 vector places the Nodal 
protein coding region downstream from the IPTG-inducible promoter and in- 
frame with an initiating AUG and the six histidine codons. 

20 The skilled artisan appreciates that a similar approach could easily be 

designed and utilized to generate a pQE9-based bacterial expression construct for 
the expression of Lefty protein in E. coli. This would be done by designing PCR 
primers containing similar restriction endonuclease recognition sequences 
combined with gene-specific sequences for Lefty and proceeding as described 

25 above. 

The ligation mixture is transformed into competent £. coli cells using 
standard procedures such as those described by Sambrook and colleagues 
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{Molecular Cloning: a Laboratory Manual 2nd Ed,; Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, NY (1989)). E, coll strain M15/rep4, 
containing multiple copies of the plasmid pREP4, which expresses the lac 
repressor and confers kanamycin resistance ("Kanr"), is used in carrying out the 
illustrative example described herein. This strain, which is only one of many that 
are suitable for expressing Nodal protein, is available commercially (QIAGEN, 
Inc., supra). Transformants are identified by their ability to grow on LB plates in 
the presence of ampicillin and kanamycin. Plasmid DNA is isolated from 
resistant colonies and the identity of the cloned DNA confirmed by restriction 
analysis, PCR and DNA sequencing. 

Clones containing the desired constructs are grown overnight ("O/N") in 
liquid culture in LB media supplemented with both ampicillin (100 yiglm\) and 
kanamycin (25 ^g/ml). The O/N culture is used to inoculate a large culture, at a 
dilution of approximately 1:25 to 1:250. The cells are grown to an optical 
density at 6.00 nm ("OD600") of between 0.4 and 0.6. Isopropyl-p-D- 
thiogalactopyranoside ("IPTG") is then added to a final concentration of I mM to 
induce transcription from the lac repressor sensitive promoter, by inactivating the 
lad repressor. Cells subsequently are incubated further for 3 to 4 hours. Cells 
then are harvested by centrifugation. 

The cells are then stirred for 3-4 hours at 4''C in 6M guanidine-HCl, pH 8. 
The cell debris is removed by centrifugation, and the supernatant containing the 
Nodal protein is loaded onto a nickel-nitrilo-tri-acetic acid ("Ni-NTA") affinity 
resin column (QIAGEN, Inc., supra). Proteins with a 6 x His tag bind, to the Ni- 
NTA resin with high affinity and can be purified in a simple one-step procedure 
(for details see: The QIAexpressionist, 1995, QIAGEN, Inc., supra). Briefly the 
supernatant is loaded onto the column in 6 M guanidine-HCl, pH 8, the column is 
first washed with 10 volumes of 6 M guanidine-HCl, pH 8, then washed with 10 
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volumes of 6 M guanidine-HCl pH 6, and finally the Nodal is eluted with 6 M 
guanidine-HCl, pH 5. 

The purified protein is then renatured by dialyzing it against phosphate- 
buffered saline (PBS) or 50 mM Na-acetate, pH 6 buffer plus 200 mM NaCl. 
Alternatively, the protein can be successfully refolded while immobilized on the 
Ni-NTA column. The recommended conditions are as follows: renature using a 
linear 6M-1M urea gradient in 500 mM NaCl, 20% glycerol, 20 mM Tris/HCl 
pH 7.4, containing protease inhibitors. The renaturation should be performed 
over a period of 1 .5 hours or more. After renaturation the proteins can be eluted 
by the addition of 250 mM immidazole, Immidazole is removed by a final 
dialyzing step against PBS or 50 mM sodium acetate pH 6 buffer plus 200 mM 
NaCl. The purified protein is stored at 4"* C or frozen at -80*" C. 

The following alternative method may be used to purify Nodal expressed 
in E coll when it is present in the form of inclusion bodies. Unless otherwise 
specified, all of the following steps are conducted at 4-10*'C. 

Upon completion of the production phase of the E. coli fermentation, the 
cell culture is cooled to 4-10°C and the cells are harvested by continuous 
centrifugation at 15,000 rpm (Heraeus Sepatech). On the basis of the expected 
yield of protein per unit weight of cell paste and the amount of purified protein 
required, an appropriate amount of cell paste, by weight, is suspended in a buffer 
solution containing 100 mM Tris, 50 mM EDTA, pH 7.4. The cells are 
dispersed to a homogeneous suspension using a high shear mixer. 

The cells ware then lysed by passing the solution through a microfluidizer 
(Microfuidics, Corp. or APV Gaulin, Inc.) twice at 4000-6000 psi. The 
homogenate is then mixed with NaCl solution to a final concentration of 0.5 M 
NaCl, followed by centrifugation at 7000 x g for 15 min. The resultant pellet is 
washed again using 0.5M NaCl, 100 mM Tris, 50 mM EDTA, pH 7.4. 



wo 99/09198 



125 



PCT/US98/172U 



The resulting washed inclusion bodies are solubilized with 1.5 M 
guanidine hydrochloride (GuHCl) for 2-4 hours. After 7000 x g centriftigation for 
15 min., the pellet is discarded and the Nodal polypeptide -containing supernatant 
is incubated at 4^C overnight to allow further GuHCl extraction. 

Following high speed centrifugation (30,000 x g) to remove insoluble 
particles, the GuHCl solubilized protein is refolded by quickly mixing the GuHCl 
extract with 20 volumes of buffer containing 50 mM sodium, pH 4.5, 150 mM 
NaCl, 2 mM EDTA by vigorous stirring. The refolded diluted protein solution is 
kept at 4°C without mixing for 12 hours prior to further purification steps. 

To clarify the refolded Nodal polypeptide solution, a previously prepared 
tangential filtration unit equipped with 0.16 pirn membrane filter with appropriate 

i 

surface area (e.g., Filtron), equilibrated with 40 mM sodium acetate, pH 6.0 is 
employed. The filtered sample is loaded onto a cation exchange resin (e.g., Poros 
HS-50, Perseptive Biosystems). The column is washed with 40 mM sodium 
acetate, pH 6.0 and eluted with 250 mM, 500 mM, 1000 mM, and 1500 mM 
NaCl in the same buffer, in a stepwise manner. The absorbance at 280 mm of the 
effluent is continuously monitored. Fractions are collected and further analyzed 
by SDS-PAGE, 

Fractions containing the Nodal polypeptide are then pooled and mixed 
with 4 volumes of water. The diluted sample is then loaded onto a previously 
prepared set of tandem columns of strong anion (Poros HQ-50, Perseptive 
Biosystems) and weak anion (Poros CM-20, Perseptive Biosystems) exchange 
resins. The columns are equilibrated with 40 mM sodium acetate, pH 6.0. Both 
columns are washed with 40 mM sodium acetate, pH 6.0, 200 mM NaCl. The 
CM-20 column is then eluted using a 10 column volume linear gradient ranging 
from 0.2 M NaCl, 50 mM sodium acetate, pH 6.0 to 1.0 M NaCl, 50 mM 
sodium acetate, pH 6.5. Fractions are collected under constant A280 monitoring of 
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the effluent. Fractions containing the Nodal polypeptide (determined, for 
instance, by 1 6% SDS-PAGE) are then pooled. 

The resultant Nodal polypeptide exhibits greater than 95% purity after 
the above refolding and purification steps. No major contaminant bands are 
3 observed from Commassie blue stained 16% SDS-PAGE gel when 5 \xg of 
purified protein is loaded. The purified protein is also tested for endotoxin/LPS 
contamination, and typically the LPS content is less than 0.1 ng/ml according to 
LAL assays. 

10 Example 2: Cloning and Expression of Nodal protein in a Baculovirus 
Expression System 

In this illustrative example, the plasmid shuttle vector pA2GP is used to 
insert the cloned DNA encoding the active form of the Nodal protein, lacking its 
naturally associated secretory signal (leader) sequence, into a baculovirus to 

J 3 express the active form of the Nodal protein, using a baculovirus leader and 
standard methods as described by Summers and colleagues (A Manual of Methods 
for Baculovirus Vectors and Insect Cell Culture Procedures, Texas Agricultural 
Experimental Station Bulletin No. 1555 (1987)). This expression vector contains 
the strong polyhedrin promoter of the Autographa californica nuclear 

2Q polyhedrosis virus (AcMNPV) followed by the secretory signal peptide (leader) 
of the baculovirus gp67 protein and convenient restriction sites such as Bam HI, 
Xba I and Asp 718, The polyadenylation site of the simian virus 40 C'SV40") is 
used for efficient polyadenylation. For easy selection of recombinant virus, the 
plasmid contains the beta-galactosidase gene from E. coli under control of a weak 

25 Drosophila promoter in the same orientation, followed by the polyadenylation . 
signal of the polyhedrin gene. The inserted genes are flanked on both sides by 
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viral sequences for cell-mediated homologous recombination with wild-type viral 
DNA to generate viable virus that expresses the cloned polynucleotide. 

Many other baculovirus vectors could be used in place of the vector 
above, such as pAc373, pVL941 and pAcIMl, as one skilled in the art would 
3 readily appreciate, as long as the construct provides appropriately located signals 
for transcription, translation, secretion and the like, including a signal peptide and 
an in-frame AUG as required. Such vectors are described, for instance, by 
Luckow and colleagues (Wro/ogy 170:31-39 (1989)). 

The cDNA sequence encoding the mature Nodal protein in the deposited 

jQ clone, lacking the AUG initiation codon and the naturally associated leader 
sequence shown in SEQ ID N0:2, is amplified using PGR oligonucleotide primers 
corresponding to the 5' and 3* sequences of the gene. The 5' primer has the 
sequence 5' CAA TT G GAT CC A CTT GCC AG A CAG AG A ACT CAA 
CTG 3* (SEQ ID N0:1 1) containing the underlined Bam HI restriction enzyme 

]3 site followed by 25 nucleotides of the sequence of the active form of the Nodal 
protein shown in SEQ ID N0:2, beginning with the indicated N-terminus of the 
active form of the Nodal protein. The 3' primer has the sequence 5' CAC TTA 
GGT ACC ATG TCA TCA GAG GCA CCC ACA TTC TTC 3' (SEQ ID 
NO: 12) containing the underlined Asp 718 restriction site followed by 27 

20 nucleotides complementary to the 3' coding sequence in Figure IB. 

The skilled artisan appreciates that a similar approach could easily be 
designed and utilized to generate a pA2GP-based baculovirus expression 
construct for the expression of Lefty protein by baculovirus. This would be done 
by designing PGR primers containing the same, or similar, restriction 

25 endonuclease recognition sequences combined with gene-specific sequences for 
Lefty and proceeding as described above. 
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The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca.). The 
fragment then is digested with Bam HI and Asp 718 and again is purified on a 1% 
agarose gel. This fragment is designated herein Fl . 

The plasmid is digested with the restriction enzymes Bam HI and Asp 718 
and optionally, can be dephosphorylated using calf intestinal phosphatase, using 
routine procedures known in the art. The DNA is then isolated from a 1% 
agarose gel using a commercially available kit ("Geneclean" BIO 101 Inc., La Jolla, 
Ca.). This vector DNA is designated herein "V 1 ". 

Fragment Fl and the dephosphorylated plasmid VI are ligated together 
with T4 DNA ligase. E, coli HBlOl or other suitable £ coli hosts such as XL-1 
Blue (Statagene Cloning Systems, La Jolla, CA) cells are transformed with the 
ligation mixture and spread on culture plates. Bacteria are identified that contain 
the plasmid with the human Nodal sequences by digesting DNA from individual 
colonies using Bam HI and Asp 718 and then analyzing the digestion product by 
gel electrophoresis. The sequence of the cloned fragment is confirmed by DNA 
sequencing. This plasmid is designated herein pA2Nodal. 

Five \xg of the plasmid pA2Nodal is co-transfected with 1 .0 \xg of a 
commercially available linearized baculovirus DNA ("BaculoGold™ baculovirus 
DNA", Pharmingen, San Diego, CA), using the lipofection method described by 
Feigner and colleaguew {Proc. Natl Acad ScL USA 84:7413-7417 (1987)). One 
[ig of BaculoGold™ virus DNA and 5 ug of the plasmid pA2Nodal are mixed in a 
sterile well of a microtiter plate containing 50 ^il of serum-free Grace's medium 
(Life Technologies Inc., Gaithersburg, MD). Afterwards, 10 fxl Lipofectin plus 
90 ^il Grace's medium are added, mixed and incubated for 15 minutes at room 
temperature. Then the transfection mixture is added drop-wise to Sf9 insect cells 
(ATCC CRL 1711) seeded in a 35 mm tissue culture plate with 1 ml Grace's 
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medium without serum. The plate is then incubated for 5 hours at 27°C. The 
transfection solution is then removed from the plate and 1 ml of Grace's insect 
medium supplemented with 10% fetal calf serum is added. Cultivation is then 
continued at ITC for four days. 
5 After four days the supernatant is collected and a plaque assay is 

performed, as described by Summers and Smith {supra). An agarose gel with 
"Blue Gal" (Life Technologies Inc., Gaithersburg) is used to allow easy 
identification and isolation of gal-expressing clones, which produce blue-stained 
plaques. (A detailed description of a "plaque assay" of this type can also be 

jQ found in the user's guide for insect cell culture and baculovirology distributed by 
Life Technologies Inc., Gaithersburg, page 9-10). After appropriate incubation, 
blue stained plaques are picked with the tip of a micropipettor (e.g., Eppendorf). 
The agar containing the recombinant viruses is then resuspended in a 
microcentrifuge tube containing 200 ^1 of Grace's medium and the suspension 

15 containing the recombinant baculovirus is used to infect Sf9 cells seeded in 35 mm 
dishes. Four days later the supematants of these culture dishes are harvested and 
then they are stored at 4°C. The recombinant virus is called V-Nodal. 

To verify the expression of the active form of the Nodal protein, Sf9 cells 
are grown in Grace's medium supplemented with 10% heat-inactivated FBS. The 

20 cells are infected with the recombinant baculovirus V-Nodal at a multiplicity of 
infection ("MOI") of about 2. If radiolabeled proteins are desired, 6 hours later 
the medium is removed and is replaced with SF900 II medium minus methionine 
and cysteine (available from Life Technologies Inc., Rockville, MD). After 42 
hours, 5 i^Ci of ^^S-methionine and 5 |aCi "'^S-cysteine (available from Amersham) 

73 are added. The cells are further incubated for 16 hours and then are harvested by 
centrifugation. The proteins in the supernatant as well as the intracellular 
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proteins are analyzed by SDS-PAGE followed by autoradiography (if 
radiolabeled). 

Microsequencing of the amino acid sequence of the amino terminus of 
purified protein may be used to determine the amino terminal sequence of the 
active form of the Nodal protein. 



Example 3: Cloning and Expression of Nodal in Mammalian Cells 

A typical mammalian expression vector contains the promoter element, 
which mediates the initiation of transcription of mRNA, the protein coding 
sequence, and signals required for the termination of transcription and 
polyadenylation of the transcript. Additional elements include enhancers, Kozak 
sequences and intervening sequences flanked by donor and acceptor sites for 
RNA splicing. Highly efficient transcription can be achieved with the early and 
late promoters from SV40, the long terminal repeats (LTRs) from Retroviruses, 
e.g., RSV, HTLVI, HIVI and the early promoter of the cytomegalovirus (CMV). 
However, cellular elements can also be used (e.g., the human actin promoter). 
Suitable expression vectors for use in practicing the present invention include, for 
example, vectors such as pSVL and pMSG (Pharmacia, Uppsala, Sweden), 
pRSVcat (ATCC 37152), pSV2dhfr (ATCC 37146) and pBC12MI (ATCC 
67109). Mammalian host cells that could be used include, human Hela, 293, H9 
and Jurkat cells, mouse NIH3T3 and CI 27 cells, Cos 1, Cos 7 and CVl, quail 
QCl-3 cells, mouse L cells and Chinese hamster ovary (CHO) cells. 

Alternatively, the gene can be expressed in stable cell lines that contain the 
gene integrated into a chromosome. The co-transfection with a selectable marker 
such as dhfr, gpt, neomycin, hygromycin allows the identification and isolation of 
the transfected cells. 
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The transfected gene can also be amplified to express large amounts of the 
encoded protein. The DHFR (dihydrofolate reductase) marker is useful to 
develop cell lines that carry several hundred or even several thousand copies of 
the gene of interest. Another useful selection marker is the enzyme glutamine 
synthase (GS; Murphy, et al, BiochemJ, 227:277-279 (1991); Bebbington, et al, 
Bio/Technology 10:169-175 (1992)). Using these markers, the mammalian cells 
are grown in selective medium and the cells with the highest resistance are 
selected. These cell lines contain the amplified gene(s) integrated into a 
chromosome. Chinese hamster ovary (CHO) and NSO cells are often used for the 
production of proteins. 

The expression vectors pCl and pC4 contain the strong promoter (LTR) 
ofthe Rous Sarcoma Virus (Cullen.e/ al, Mol Cel. Biol 5:438-447 (1985)) plus 
a fragment of the CMV-enhancer (Boshart, et ai, Cell 41:521-530 (1985)). 
Multiple cloning sites, e.g., with the restriction enzyme cleavage sites Bam HI, 
Xba I and Asp 718, facilitate the cloning of the gene of interest. The vectors 
contain in addition the 3' intron, the polyadenylation and termination signal of the 
rat preproinsulin gene. 

Example 3(a): Cloning and Expression in COS Cells 

The expression plasmid, pNodalHA, is made by cloning a portion of the 
cDNA encoding the active form of the Nodal protein into the expression vector 
pcDNAI/Amp or pcDNAIII (which can be obtained from Invitrogen, Inc.). To 
produce a soluble, secreted form of the polypeptide, the active form of Nodal is 
fused to the secretory leader sequence of the human IL-6 gene. 

The expression vector pcDNAI/amp contains: (1) an £*. coli origin of 
replication effective for propagation in E, coli and other prokaryotic cells; (2) an 
ampicillin resistance gene for selection of plasmid-containing prokaryotic cells; 
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(3) an SV40 origin of replication for propagation in eukary otic cells; (4) a CMV 
promoter, a polylinker, an SV40 intron; (5) several codons encoding a 
hemagglutinin fragment (i.e., an "HA" tag to facilitate purification) followed by a 
termination codon and polyadenylation signal arranged so that a cDNA can be 
conveniently placed under expression control of the CMV promoter and operably 
linked to the SV40 intron and the polyadenylation signal by means of restriction 
sites in the polylinker. The HA tag corresponds to an epitope derived from the 
influenza hemagglutinin protein described by Wilson and colleagues {Cell 37:167 
(1984)). The fusion of the HA tag to the target protein allows easy detection and 
recovery of the recombinant protein with an antibody that recognizes the HA 
epitope. pcDNAIII contains, in addition, the selectable neomycin marker. 
A DNA fragment encoding the active form of the Nodal polypeptide is cloned 
into the polylinker region of the vector so that recombinant protein expression is 
directed by the CMV promoter. The plasmid construction strategy is as follows. 
The Nodal cDNA of the deposited clone is amplified using primers that contain 
convenient restriction sites, much as described above for construction of vectors 
for expression of Nodal in E. coli. Suitable primers include the following, which 
are used in this example. The 5' primer, containing the underlined Bam HI site, a 
Kozak sequence, an AUG start codon, a sequence encoding the secretory leader 
peptide from the human IL-6 gene, and 27 nucleotides of the 5' coding region of 
the complete form of the Nodal polypeptide, has the following sequence: 5' GCC 
GGA TCC GCCACC ATG AAC TCC TTC TCC ACA AGC GCC TTC GGT 
CCA GTT GCC TTC TCC CTG GGG CTG CTC CTG GTG TTG CCT GCT 
GCC TTC CCT GCC CCA GTC ATC ACT TGC CAG ACA GAA GTC AAC 
TG 3' (SEQ ID NO: 13). The 3' primer, containing the underHned AT^a I and 27 of 
nucleotides complementary to the 3' coding sequence immediately before the stop 
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codon, has the following sequence: 5' GGC TCT AGA ATG TCA TCA GAG 
GCA CCC ACA TTC TTC 3' (SEQ ID N0:14), 

The skilled artisan appreciates that a similar approach could easily be 
designed and utilized to generate a pcDNAI/amp-based eukaryotic expression 
construct for the expression of Lefty protein by COS cells. This would be done 
by designing PGR primers containing the same, or similar, restriction 
endonuclease recognition sequences combined with gene-specific sequences for 
Lefty and proceeding as described above. 

The PGR amplified DNA fragment and the vector, pcDNAI/Amp, are 
digested with Bam HI and Xba I and then ligated. The ligation mixture is 
transformed into E. coli strain SURE (Stratagene Cloning Systems, La Jolla, CA 
92037), and the transformed culture is plated on ampicillin media plates which 
then are incubated to allow growth of ampicillin resistant colonies. Plasmid DNA 
is isolated from resistant colonies and examined by restriction analysis or other 
means for the presence of the fragment encoding the active form of the Nodal 
polypeptide. 

For expression of recombinant Nodal, COS cells are transfected with an 
expression vector, as described above, using DEAE-dextran, as described, for 
instance, by Sambrook and coworkers {Molecular Cloning: a Laboratory Manual, 
Cold Spring Laboratory Press, Cold Spring Harbor, New York (1989)), Cells are 
incubated under conditions for expression of Nodal and Lefty by the vector. 

Expression of the Nodal-HA fusion protein is detected by radiolabeling 
and immunoprecipitation, using methods described in, for example Harlow and 
colleagues {Antibodies: A Laboratory Manual, 2nd Ed.; Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, New York (1988)). To this end, two days 
after transfection, the cells are labeled by incubation in media containing 
•*^S-cysteine for 8 hours. The cells and the media are collected, and the cells are 
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washed and the lysed with detergent-containing RIP A buffer: 150 mM NaCl, 1% 
NP-40, 0.1% SDS, 1% NP-40, 0.5% DOC, 50 mM TRIS, pH 7.5, as described 
by Wilson and colleagues (supra). Proteins are precipitated from the cell lysate 
and from the cuhure media using an HA-specific monoclonal antibody. The 
5 precipitated proteins then are analyzed by SDS-PAGE and autoradiography. An 
expression product of the expected size is seen in the cell lysate, which is not 
seen in negative controls. 

Example 3(b): Cloning and Expression in CHO Cells 

The vector pC4 is used for the expression of the active form of the Nodal 

jQ polypeptide. Plasmid pC4 is a derivative of the plasmid pSV2-dhfr (ATCC 
Accession No. 37146). To produce a soluble, secreted form of the polypeptide, 
the active form of Nodal is fused to the secretory leader sequence of the human 
IL-6 gene. The plasmid contains the mouse DHFR gene under control of the 
SV40 early promoter. Chinese hamster ovary- or other cells lacking dihydrofolate 

J 3 activity that are transfected with these plasmids can be selected by growing the 
cells in a selective medium (alpha minus MEM, Life Technologies) supplemented 
with the chemotherapeutic agent methotrexate. The amplification of the DHFR 
genes in cells resistant to methotrexate (MTX) has been well documented (see, 
e.g., Alt, F. W., et ai, 1 Biol Chem, 253:1357-1370 (1978); Hamlin, J, L. and 

20 Ma, C. Biochem. et Biophys. Acta, 1097:107-143 (1990); Page, M, J. and 
Sydenham, M. A. Biotechnology 9:64-68 (1991)). Cells grovm in increasing 
concentrations of MTX develop resistance to the drug by overproducing the 
target enzyme, DHFR, as a result of amplification of the DHFR gene. If a second 
gene is linked to the DHFR gene, it is usually co-amplified and over-expressed. It 

25 is known in the art that this approach may be used to develop cell lines carrying 
more than 1,000 copies of the amplified gene(s). Subsequently, when the 
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methotrexate is withdrawn, cell lines are obtained which contain the amplified 
gene integrated into one or more chromosome(s) of the host cell. 

Plasmid pC4 contains for expressing the gene of interest the strong 
promoter of the long terminal repeat (LTR) of the Rouse Sarcoma Virus (Cullen, 

5 et ai, MoL Cell Biol 5:438-447 (1985)) plus a fragment isolated from the 
enhancer of the immediate early gene of human cytomegalovirus (CMV; Boshart, 
et al, Cell 41:521-530 (1985)). Downstream of the promoter are the following 
single restriction enzyme cleavage sites that allow the integration of the genes: 
Bam U],Xba 1, and Asp 718, Behind these cloning sites the plasmid contains the 

jQ 3' intron and polyadenylation site of the rat preproinsulin gene. Other high 
efficiency promoters can also be used for the expression, e.g., the human B-actin 
promoter, the SV40 early or late promoters or the long terminal repeats from 
other retroviruses, e.g., HIV and HTLVI. Clontech's Tet-Off and Tet-On gene 
expression systems and similar systems can be used to express the Nodal 

15 polypeptide in a regulated way in mammalian cells (Gossen, M., and Bujard, H. 
Froc. Natl Acad ScL USA 89:5547-5551 (1992)). For the polyadenylation of 
the mRNA other signals, e.g., from the human growth hormone or globin genes 
can be used as well. Stable cell lines carrying a gene of interest integrated into the 
chromosomes can also be selected upon co-transfection with a selectable marker 

20 such as gpt, G418 or hygromycin. It is advantageous to use more than one 
selectable marker in the beginning, e.g., 041 8 plus methotrexate. 

The plasmid pC4 is digested with the restriction enzymes Bam HI and 
Asp 718 and then dephosphorylated using calf intestinal phosphates by 
procedures known in the art. The vector is then isolated from a 1% agarose gel. 

25 The DNA sequence encoding the active form of the Nodal polypeptide is 
amplified using PGR oligonucleotide primers corresponding to the 5' and 3' 
sequences of the desired portion of the gene. The 5' primer containing the 
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underlined Bam HI site, a Kozak sequence, an AUG start codon, and 26 
nucleotides of the 5' coding region of the active form of the Nodal polypeptide, 
has the following sequence: 5' GAC T OG ATC C CA TAG TTG CCA GAC 
AGA AGT CAA CTG 3' (SEQ ID NO: 15). The 3' primer, containing the 
5 underlined Bam HI and 26 of nucleotides complementary to the 3' coding 
sequence immediately before the stop codon as shown in Figure IB (SEQ ID 
N0:1), has the following sequence: 5' CAC TTA GGT ACC ATG TCA TCA 
GAG GCA CCC AC A TTC TTC 3' (SEQ ID NO: 1 6). 

The skilled artisan appreciates that a similar approach could easily be 
IQ designed and utilized to generate a pC4-based eukaryotic expression construct for 
the expression of Lefty protein by CHO cells. This would be done by designing 
PGR primers containing the same, or similar, restriction endonuclease recognition 
sequences combined with gene-specific sequences for Lefty and proceeding as 
described above. 

15 The amplified fragment is digested with the endonucleases Bam HI and 

Asp 718 and then purified again on a 1% agarose gel. The isolated fi-agment and 
the dephosphorylated vector are then ligated with T4 DNA ligase. E. coli HBlOl 
or XL-1 Blue cells are then transformed and bacteria are identified that contain the 
fragment inserted into plasmid pC4 using, for instance, restriction enzyme 

2Q analysis. 

Chinese hamster ovary cells lacking an active DHFR gene are used for 
transfection. Five fxg of the expression plasmid pC4 is cotransfected with 0.5 ng 
of the plasmid pSVneo using lipofectin (Feigner, et ai, supra). The plasmid 
pSV2-neo contains a dominant selectable marker, the neo gene from Tn5 encoding 
25 an enzyme that confers resistance to a group of antibiotics including G418. The 
cells are seeded in alpha minus MEM supplemented with 1 mg/ml G41 8. After 2 
days, the cells are trypsinized and seeded in hybridoma cloning plates (Greiner, 
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Germany) in alpha minus MEM supplemented with 10, 25, or 50 ng/ml of 
metothrexate plus 1 mg/ml G418. After about 10-14 days single clones are 
trypsinized and then seeded in 6-well petri dishes or 10 ml flasks using different 
concentrations of methotrexate (50 nM, 100 nM, 200 nM, 400 nM, 800 nM). 

^ Clones growing at the highest concentrations of methotrexate are then transferred 
to new 6-well plates containing even higher concentrations of methotrexate (1 
I^M, 2 fxM, 5 \xM, 10 mM, 20 mM). The same procedure is repeated until 
clones are obtained which grow at a concentration of 100-200 \iM. Expression of 
the desired gene product is analyzed, for instance, by SDS-PAGE and Western 

jQ blot or by reversed phase HPLC analysis. 

Example 4: Tissue distribution of Nodal and Lefty mRNA expression 

Northern blot analysis is carried out to examine Nodal and Lefty gene 
expression in human tissues, using methods described by, among others, 

15 Sambrook and colleagues {supra). A cDNA probe containing the entire 
nucleotide sequence of the Nodal and/or Lefty proteins (SEQ ID N0:1) is labeled 
with •'^P using the rediphmQ™ DNA labeling system (Amersham Life Science), 
according to manufacturer's instructions. After labeling, the probe is purified 
using a NucTrap column (Stratagene, La Joila, CA), according to manufacturer's 

20 protocol. The purified labeled probe is then used to examine various human 
tissues for Nodal and Lefty mRNA. 

Multiple Tissue Northern (MTN) blots containing various human tissues 
(H) or human immune system tissues (IM) are obtained from Clontech and are 
examined with the labeled probe using ExpressHyb''''^ hybridization solution 

25 (Clontech) according to manufacturer's protocol number PTl 190-1. Following 
hybridization and washing, the blots are mounted and exposed to fihn at -70°C 
overnight, and films developed according to standard procedures. 
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Using a protocol such as this expression of the Nodal mRNA was 
detected in fetal brain, but not in most adult tissues. Furthermore, Lefty mRNA 
was detected in pancreas, ovary, and colon, to a lesser extent in placenta and 
heart, and very weakly in testes, 
5 it will be clear that the invention may be practiced otherwise than as 

particularly described in the foregoing description and examples. Numerous 
modifications and variations of the present invention are possible in light of the 
above teachings and, therefore, are within the scope of the appended claims. 

The entire disclosure of all publications (including patents, patent 
10 applications, journal articles, laboratory manuals, books, or other documients) 
cited herein are hereby incorporated by reference. 

Further, the Sequence Listing submitted herewith, and the Sequence Listing 
submitted with U, 5. Provisional Application Serial No. 60/056,565, filed on 
August 21, 1997 (to which the present application claims benefit of the filing 
15 date under 35 U.S,G § 119(e)), in both computer and paper forms are hereby 
incorporated by reference in their entireties. 
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INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 

(PCX Rule Ubis) 

A, The indications made below relate to the microorganism referred to in the description 

on page 4 ' ^'"^ 6 . 

B. IDENTIFICATION OF DEPOSIT Further deposits are identified on an additional sheet r-| 

Name of depositary institution 

American Type Culture Collection 

Address of depositary institution {including postal code and country) 

10801 University Boulevard 
Manassas, Virginia 20110-2209 
United States of America 



Date of deposit June 5, 1 997 


Accession Number 209092 


C. ADDITIONAL INDICATIONS (leave blank if not applicable) This information is continued on an additional sheet r] 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if the indications are not for all designated States) 



E. SEPARATE FURNISHING OF INDICATIONS (leave blank if not applicable) 



The indications listed below will be submitted to the International Bureau later {specify the general nature of the indications, eg., "Accession 
Number of Deposit") 



For receiving Office use only , 



j ^ iliis sheet was received with the intcmalional application 



Authorized officer 




• For International Bureau use only < 



□ 



This sheet was received by the International Bureau on: 



Authorized officer 
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INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 

(PCTRule 

A. The indications made below relate to the microorganism referred to in the description 

on page 4 , line ^8 . 

B. IDENTIFICATION OF DEPOSIT Further deposits are identified on an additional sheet ^! 

Name of depositary institution 

American Type Culture Collection 

Address of depositary institution {including postal code and country) 

10801 University Boulevard 
Manassas, Virginia 201 10-2209 
United States of America 



Date of deposit July 2 J 997 


Accession Number 209135 


C. ADDITIONAL INDICATIONS (leave blank if not applicable) This information is continued on an additional sheet H 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if the indications are not for all designated States) 



E. SEPARATE FURNISHING OF INDICATIONS (leave blank if not applicable) 



The indications listed below will be submitted to the International Bureau later {specify the general nature of the indications, e.g., "Accession 
Number of Deposit*') 



For receiving Office use only . 



p'^| ;HTis sheet was received with the international application 



Authorized officer 



(7 




I For International Bureau use only ^ 



□ 



This sheet was received by the International Bureau on: 



Authorized officer 
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INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 

(PCTRule 13^?w; 



A. The indications made below relate to the microorganism referred to in the description 
on page 4 . line 22 



B. IDENTIFICATION OF DEPOSIT Further deposits are identified on an additional sheet VJ 



Name of depositary institution 

American Type Culture Collection 



Address of depositary institution {including postal code and country) 

10801 University Boulevard 
Manassas, Virginia 20110-2209 
United States of America 



Date of deposit June 5, 1 997 



Accession Number 20909 1 



C. ADDITIONAL INDICATIONS (leave blank if not applicable) This information is continued on an additional sheet 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if the indications are not for all designated States) 



E. SEPARATE FURNISHING OF INDICATIONS (leave blank if not applicable) 



The indications listed below will be submitted to the International Bureau later {specify the general nature of the indications, e.g., "Accession 
Number of Deposit*^ 



For receiving Office use only . 



p~^| ;Ffns sheet was received with the imemational application 



Authorized officer 



-X. 




• For International Bureau use only 



□ 



This sheet was received by the International Bureau on: 



Authorized officer 



wo 99/09198 



142 



PCT/US98/172n 



What Is Claimed Js: 

1 . An isolated nucleic acid molecule nucleic acid molecule comprising 
a polynucleotide having a nucleotide sequence at least 95% identical to a sequence 
selected from the group consisting of: 

(a) a nucleotide sequence encoding the Nodal polypeptide having the 
complete amino acid sequence in SEQ ID N0:2 (i.e., positions 1 to 283 of SEQ 
ID N0:2); 

(b) a nucleotide sequence encoding the predicted active Nodal polypeptide 
having the amino acid sequence at positions 173 to 283 of SEQ ID N0:2; 

(c) a nucleotide sequence encoding the Nodal polypeptide having the 
complete amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit No, 209092 or 209135; 

(d) a nucleotide sequence encoding the active domain of the Nodal 
polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 or 209135; 

(e) a nucleotide sequence encoding the Lefty polypeptide having the 
complete amino acid sequence in SEQ ID N0:4 (i.e., positions -18 to 348 of SEQ 
ID N0:4); 

(f) a nucleotide sequence encoding the Lefty polypeptide having the 
complete amino acid sequence in SEQ ID N0:4 excepting the N-terminal 
methionine (i.e., positions -17 to 348 of SEQ ID N0:4); 

(g) a nucleotide sequence encoding the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 60 to 348 of SEQ 
ID N0:4; 
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(h) a nucleotide sequence encoding the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 118 to 348 of 
SEQIDN0:4; 

(i) a nucleotide sequence encoding the predicted active domain of the 
Lefty polypeptide having the amino acid sequence at positions 125 to 348 of 
SEQIDN0:4; 

(j) a nucleotide sequence encoding the Lefty polypeptide having the 
complete amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit No. 209091; 

(k) a nucleotide sequence encoding the Lefty polypeptide having the 
complete amino acid sequence excepting the N-terminal methionine encoded by 
the cDNA clone contained in ATCC Deposit No. 209091; 

(1) a nucleotide sequence encoding the active domain of the Lefty 
polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091 ; and, 

(m) a nucleotide sequence complementary to any of the nucleotide 
sequences in (a) through (1) above. 

2. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the complete nucleotide sequence in Figures 1 A and IB (SEQ ID N0:1) or in 
Figures 2A and 2B (SEQ ID N0:3). 

3. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 1 A and IB (SEQ ID N0;1) encoding the 
Nodal polypeptide having the amino acid sequence in positions 1 to 283 of SEQ 
ID N0:2. 
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4. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 2A and 2B (SEQ ID N0:3) encoding the 
Lefty polypeptide having the amino acid sequence in positions -18 to 348 of SEQ 
ID N0:4. 

5. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 1 A and IB (SEQ ID N0:1) encoding the 
Nodal polypeptide having the amino acid sequence in positions 2 to 283 of SEQ 
IDN0:2. 

6. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 2A and 2B (SEQ ID N0:3) encoding the 
Lefty polypeptide having the amino acid sequence in positions -17 to 348 of SEQ 
IDN0:4. 

7. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 1 A and IB (SEQ ID N0:1) encoding the 
active form of the Nodal polypeptide having the amino acid sequence from about 
1 73 to about 283 in SEQ ID N0:2. 

8. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 2A and 2B (SEQ ID N0:3) encoding the 
mature form of the Lefty polypeptide having the amino acid sequence from about 
1 to about 348 in SEQ ID N0:4. 

9. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figure 2A and 2B (SEQ ID N0:3) encoding the 
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active form of the Lefty polypeptide having the amino acid sequence from about 
60 to about 348 in SEQ ID N0:4. 

10. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 2A and 2B (SEQ ID 'N0:3) encoding the 
active form of the Lefty polypeptide having the amino acid sequence from about 
11 8 to about 348 in SEQ ID N0:4. 

1 1 . The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence in Figures 2A and 2B (SEQ ID N0:3) encoding the 
active form of the Lefty polypeptide having the amino acid sequence from about 
125 to about 348 in SEQ ID N0:4. 

12. An isolated nucleic acid molecule comprising a polynucleotide 
having a nucleotide sequence at least 95% identical to a sequence selected from 
the group consisting of: 

(a) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues n-283 of SEQ ID N0:2, where n is an integer in 
the range of 173-183; 

(b) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues 1-m of SEQ ID N0:2, where m is an integer in 
the range of 249-283; 

(c) a nucleotide sequence encoding a polypeptide having the amino 
acid sequence consisting of residues n-m of SEQ ID N0:2, where n and m are 
integers as defined respectively in (a) and (b) above; 

(d) a nucleotide sequence encoding a polypeptide consisting of a 
portion of the complete Nodal amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 or 209135 wherein said portion excludes 
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from 1 to about 182 amino acids from the amino terminus of said complete amino 
acid sequence encoded by the cDNA clone contained in ATCC Deposit No. 
209092 or 209135; 

(e) a nucleotide sequence encoding a polypeptide consisting of a portion 
of the complete Nodal amino acid sequence encoded by .the cDNA clone 
contained in ATCC Deposit No. 209092 or 209135 wherein said portion excludes 
from 1 to about 34 amino acids from the carboxy terminus of said complete amino 
acid sequence, encoded by the cDNA clone contained in ATCC Deposit No. 
209092 or 209135; and 

(f) a nucleotide sequence encoding a polypeptide consisting of a portion 
of the complete Nodal amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 or 209135 wherein said portion include 
a combination of any of the amino terminal and carboxy terminal deletions in (d) 
and (e), above. 

13. An isolated nucleic acid molecule comprising a polynucleotide 
having a nucleotide sequence at least 95% identical to a sequence selected from 
the group consisting of: 

(a) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues n-348 of SEQ ID N0:4, where n is an integer in 
the range of 1-60; 

(b) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues n-348 of SEQ ID N0:4, where n is an integer in 
the range of 1-118; 

(c) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues n-348 of SEQ ID N0:4, where n is an integer in 
the range of 1-125; 
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(d) a nucleotide sequence encoding a polypeptide comprising the 
amino acid sequence of residues 1-m of SEQ ID N0:4, where m is an integer in 
the range of 335-348; 

(e) a nucleotide sequence encoding a polypeptide having the amino 
acid sequence consisting of residues n-m of SEQ ID N0:4, where n and m are 
integers as defined respectively in (a) through (d) above; 

(f) a nucleotide sequence encoding a polypeptide consisting of a 
portion of the complete Lefty amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091 wherein said portion excludes from 1 to 
about 78 amino acids from the amino terminus of said complete amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209091; 

(g) a nucleotide sequence encoding a polypeptide consisting of a 
portion of the complete Lefty amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091 wherein said portion excludes from 1 to 
about 136 amino acids from the amino terminus of said complete amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209091; 

(h) a nucleotide sequence encoding a polypeptide consisting of a 
portion of the complete Lefty amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209091 wherein said portion excludes from 1 to 
about 143 amino acids from the amino terminus of said complete amino acid 
sequence encoded by the cDNA clone contained in ATCC Deposit No. 209091 ; 

(i) a nucleotide sequence encoding a polypeptide consisting of a portion of 
the complete Lefty amino acid sequence encoded by the cDNA clone contained in 
ATCC Deposit No. 209091 wherein said portion excludes from 1 to about 13 
amino acids from the carboxy terminus of said complete amino acid sequence 
encoded by the cDNA clone contained in ATCC Deposit No. 209091 ; and 

(f) a nucleotide sequence encoding a polypeptide consisting of a portion 
of the complete Lefty amino acid sequence encoded by the cDNA clone contained 
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in ATCC Deposit No. 209091 wherein said portion include a combination of any 
of the amino terminal and carboxy terminal deletions in (f) through (i), above. 

14. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the complete nucleotide sequence of the cDNA clone contained in ATCC 
Deposit No. 209092, 209135 or 209091. 

15. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence encoding the Nodal or Lefty polypeptides having the 
complete amino acid sequence excepting the N-terminal methionine encoded by 
the cDNA clones contained in ATCC Deposit No. 209092, 209135 or 209091. 

16. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence encoding the mature form of the Lefty polypeptide 
having the amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit No. 209091. 

17. The nucleic acid molecule of claim 1 wherein said polynucleotide 
has the nucleotide sequence encoding the active forms of the Nodal or Lefty 
polypeptides having the amino acid sequence encoded by the cDNA clones 
contained in ATCC Deposit No. 209092, 209135 or 209091. 

18. An isolated nucleic acid molecule comprising a polynucleotide 
which hybridizes under stringent hybridization conditions to a polynucleotide 
having a nucleotide sequence identical to a nucleotide sequence in (a) through (m) 
of claim 1 wherein said polynucleotide which hybridizes does not hybridize 
under stringent hybridization conditions to a polynucleotide having a nucleotide 
sequence consisting of only A residues or of only T residues. 
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19. An isolated nucleic acid molecule comprising a polynucleotide 
which encodes the amino acid sequence of an epitope-bearing portion of a Nodal 
or Lefty polypeptide having an amino acid sequence in (a)through (m) of claim 1, 

20. The isolated nucleic acid molecule of claim 19, which encodes an 
epitope-bearing portion of a Nodal polypeptide wherein the amino acid sequence 
of said portion is selected from the group of sequences in SEQ ID N0:2 
consisting of: about Lys-54 to about Asp-62, from about Val-91 to about 
Leu-99, from about Lys-100 to about Gln-108, from about Cys-116 to about 
Pro-124, from about Gln-140 to about Leu- 148, from about Trp-156 to about 
Ser-164, from about Arg-170, to about Gln-181, from about Cys-212 to about 
.Phe-224, from about Tyr-239, to about Thr-247, from about Pro-251, to about 
Met-259, and from about Asp-263, to about His-27L 

21. The isolated nucleic acid molecule of claim 19, which encodes an 
epitope-bearing portion of a Nodal polypeptide wherein the amino acid sequence 
of said portion is selected from the group of sequences in SEQ ID N0:4 
consisting of: about Asp-71 to about Ser-79, from about Arg-106 to about 
Val-114, from about Leu-136 to about Arg-144, from about Asp-154 to about 
Asp-164, from about His-171 to about Asp-179, from about Gln-189 to about 
Leu- 197, from about Pro-227 to about Glu-236, from about Gly-246 to about 
Glu-254, from about Pro-256 to about Gln-266, from about Cys-297 to about 
Ala-305, from about IIe-317 to about Pro-325, from about Ile-330 to about 
Val-340, and from about Val-348 to about Pro-366. 



22. 



A recombinant vector that contains the polynucleotide of claim 1. 
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23. A recombinant vector that contains the polynucleotide of claim 1 
operably associated with a regulatory sequence that controls gene expression. 

24. A genetically engineered host cell that contains the polynucleotide 
of claim 1 . 

25. A genetically engineered host cell that contains the polynucleotide 
of claim 1 operatively associated with a regulatory sequence that controls gene 
expression. 

26. A method for producing a Nodal or Lefty polypeptide, 
comprising; (a) culturing the genetically engineered host cell 
of claim 25 under conditions suitable to produce the 
polypeptide; and 

(b) recovering said polypeptide. 

27. An isolated Nodal and Lefty polypeptide comprising an amino 
acid sequence at least 95% identical to a sequence selected from the group 
consisting of: 

(a) the amino acid sequence of the ftiU-length Nodal polypeptide having 
the complete amino acid sequence shown in SEQ ID N0:2 (i.e., positions 1 to 
283 ofSEQIDNO:2); 

(b) the amino acid sequence of the predicted active Nodal polypeptide 
having the amino acid sequence at positions 173 to 283 of SEQ ID N0:2; 

(c) the amino acid sequence of the Nodal polypeptide having the complete 
amino acid sequence encoded by the cDNA clone contained in ATCC Deposit 
No. 209092 or 209135; 
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(d) the amino acid sequence of the active domain of the Nodal 
polypeptide having the amino acid sequence encoded by the cDNA clone 
contained in ATCC Deposit No. 209092 or 209135; 

(e) the amino acid sequence of the Lefty polypeptide having the complete 
amino acid sequence in SEQ ID N0:4 (i.e., positions -18 to 348 of SEQ ID 
N0:4); 

(f) the amino acid sequence of the Lefty polypeptide having the complete 
amino acid sequence in SEQ ID N0:4 excepting the N-temiinal methionine (i.e., 
positions -17 to 348 of SEQ ID NO:4); 

(g) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 60 to 348 of SEQ ID 
N0:4; 

(h) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 118 to 348 of SEQ ID 
N0:4; 

(i) the amino acid sequence of the predicted active domain of the Lefty 
polypeptide having the amino acid sequence at positions 125 to 348 of SEQ ID 
N0:4; 

(j) the amino acid sequence of the Lefty polypeptide having the complete 
amino acid sequence encoded by the cDNA clone contained in ATCC Deposit 
No. 209091; 

(k) the amino acid sequence of the Lefty polypeptide having the complete 
amino acid sequence excepting the N-terminal methionine encoded by the cDNA 
clone contained in ATCC Deposit No. 209091, and; 

(1) the amino acid sequence of the active domain of the Lefty polypeptide 
having the amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit No. 209091. 
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28. An isolated polypeptide comprising an epitope-bearing portion of 
the Nodal protein, wherein said portion is selected from the group consisting of: a 
polypeptide comprising amino acid residues from about Lys-54 to about Asp-62 
of SEQ ID N0:2, a polypeptide comprising amino acid residues from about 
Val-91 to about Leu-99 of SEQ ID N0:2, a polypeptide comprising amino acid 
residues from about Lys-100 to about Gln-108 of SEQ ID N0:2, a polypeptide 
comprising amino acid residues from about Cys-116 to about Pro- 124 of SEQ ID 
N0:2, a polypeptide comprising amino acid residues from about Gln-140 to 
about Leu-148 of SEQ ID N0:2, a polypeptide comprising amino acid residues 
from about Trp-156 to' about Ser-164 of SEQ ID N0:2, a polypeptide 
comprising amino acid residues from about Arg-170 to about Gln-181 of SEQ ID 
N0:2, a polypeptide comprising amino acid residues from about Cys-212 to 
about Phe-224 of SEQ ID N0:2, a polypeptide comprising amino acid residues 
from about Tyr-239 to about Thr-247 of SEQ ID N0:2, a polypeptide 
comprising amino acid residues from about Pro-251 to about Met-259 of SEQ ID 
NO:2, and a polypeptide comprising amino acid residues from about Asp-263 to 
about His-271 of SEQ ID N0:2. 

29. An isolated polypeptide comprising an epitope-bearing portion of 
the Lefty protein, wherein said portion is selected from the group consisting of: a 
polypeptide comprising amino acid residues from about Asp-71 to about Ser-79 
of SEQ ID N0:4, a polypeptide comprising amino acid residues from about 
Arg-106 to about Val-1 14 of SEQ ID N0:4, a polypeptide comprising amino acid 
residues from about Leu- 136 to about Arg-r44 of SEQ ID N0;4, a polypeptide 
comprising amino acid residues from about Asp- 154 to about Asp-164 of SEQ 
ID N0:4, a polypeptide comprising amino acid residues from about His-171 to 
about Asp- 179 of SEQ ID N0:4, a polypeptide comprising amino acid residues 
from about Gln-189 to about Leu-197 of SEQ ID N0:4, a polypeptide 
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comprising amino acid residues from about Pro-227 to about Glu-236 of SEQ ID 
N0:4, a polypeptide comprising amino acid residues from about Gly-246 to 
about Glu-254 of SEQ ID N0:4, a polypeptide comprising amino acid residues 
from about Pro-256 to about Gln-266 of SEQ ID N0:4, from about Cys-297 to 
about Ala-305 of SEQ ID N0:4, a polypeptide comprising amino acid residues 
from about Ile-317 to about Pro-325 of SEQ ID N0:4, a polypeptide comprising 
amino acid residues from about Ile-330 to about Val-340 of SEQ ID N0:4, and a 
polypeptide comprising amino acid residues from about Val-348 to about 
Pro-366 of SEQ ID N0:4. 

30. An isolated antibody that binds specifically to a Nodal and Lefty 
polypeptide of claim 27. 

31. An isolated nucleic acid molecule comprising a polynucleotide 
having a sequence at least 95% identical to a sequence selected from the group 

consisting of: 

(a) the nucleotide sequence of SEQ ID N0:7); 

(b) the nucleotide sequence of SEQ ID NO: 8); 

(c) the nucleotide sequence of a portion of the sequence shown in 
Figures 1 A and IB (SEQ ID N0:1) wherein said portion comprises at least 50 
contiguous nucleotides from nucleotide 1 to nucleotide 1 130; 

(d) the nucleotide sequence of a portion of the sequence shown in 
Figures lA and IB (SEQ ID N0:1) wherein said portion consists of nucleotides 
250-1130, 500-1130, 750-1130, 1000-1130, 1-1000, 250-1000, 500-1000, 
750-1000, 1-750, 250-750, 500-750, 1-500, 250-500, and 1-250 of SEQ IDN0:1; 

(e) the nucleotide sequence of a portion of the sequence shown in 
Figures 2A and 2B (SEQ ID N0:3) wherein said portion comprises at least 50 
contiguous nucleotides from nucleotide 1 to 950 and 1 150 to 1688; 
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(f) the nucleotide sequence of a portion of the sequence shown in 
Figures 2A and 2B (SEQ ID N0:3) wherein said ponion consists of nucleotides 
250-1688, 500-1688, 750-1688, 1000-1688, 1250-1688, 1500-1688, 1-1500, 
250-1500, 500-1500, 750-1500, 1000-1500, 1250-1500, 1-1250, 250-1250, 
500-1250, 750-1250, 1000-1250, 1-1000, 250-1000, 500-1000, 750-1000, 1-750, 
250-750, 500-750, 1-500, and 250-500 of SEQ ID N0:3; and 

(g) a nucleotide sequence complementary to any of the nucleotide 
sequences in (a) through (f) above. 

32. A method for preventing, treating, or ameliorating a medical 
condition which comprises administering to a mammalian subject a 
therapeutically effective amount of the polypeptide of claim 27. 

33. A method for preventing, treating, or ameliorating a medical 
condition which comprises administering to a mammalian subject a 
therapeutically effective amount of the polynucleotide of claim 1 . 

34. A method of diagnosing a pathological condition or a susceptibility 
to a pathological condition in a subject related to expression or activity of Nodal 
or Lefty comprising: 

(a) determining the presence or absence of a mutation in the 
polynucleotide of claim 1 ; 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or absence of said mutation. 

35. A method of diagnosing a pathological condition or a susceptibility 
to a pathological condition in a subject related to expression or activity of Nodal 
or Lefty comprising: 
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(a) determining the presence or amount of expression of the polypeptide 
of claim 27 in a biological sample; 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or amount of expression of the polypeptide. 

36. A method of identifying compounds capable of enhancing or 
inhibiting a Nodal or Lefty activity comprising: 

(a) contacting the polypeptide of claim 27, with a candidate compound; 

and 

(b) assaying for activity. 
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Figure lA 
Nodal 



1 GAlXnXSGCAGTGGATGGGCAGAAClX}GACGl'rTGCTTTTGACTTCTCCT^ 60 
IDVAVDGQN WT FAFDFSFLSQ 20 



6 1 CAAGAGG ATCTGGC ATGGGCTG AGCTCCGGCTGCAGCTGTCCAGCCCTGTGG ACCTCCCC 120 
21QEDLAWAELRLQLSSPVDLP 40 



121 ACTGAGGGCTCACTaXXrCATTGAGATTTl'CCACCAGCCAAAGCCCGAC ACAG AGCAGGCT 180 
41TEGSLAIEIFHQPKPDTEQA 60 



181 TCAGACAGCTGCTTAGAGCGGTT IK:AGATGGACCTATTCACTGTC ACnri^ 240 
61SDSCI.. ERFQMDLF'I'VTLSQV 80 



241 ACCTTTTCCTTGGGCAGC ATCGl'mxX^AGGTG ACCAGGCCTCTCTCCAAGTO 300 
81TFSLGSMVLEVTRPLSKWLK 100 



301 CGCCCTGGGGCCCTGGAGAAGCAGATGTCCAGGGTAGCTCGAGAGTGCTGGCCGCGGC^ 360 
lOlRPGALEKQMSRVAGECWPRP 120 



361 CCCACACCGCCTGCCACCAATGTGCTCCTTATGCTCTACTCCAACCTCTCGCAGGAGCAG 420 
121 PT P PATNVLLMLYSNLSQEQ 140 



421 AGGCAGCTGGGTGGGTCCACCTTGCTGTGGGAAGCCGAGAGCTCCTGGCGGG^ 480 
141RQLGGSTLLWEAESSWRAQE 160 



481 GGACAGCTGTCCTGGGAGTGGGGCAAGAGGCACCGTCGACATCACTTGCCAGACAGAAGT 540 
161GQLSWEWGK R H R R H H L P D R S 180 



541 CAACTGTGTCGGAAGGTC AAGTTCCAGGTGGACTTCAACCTGATCGGATGGGGCTCCT^ 600 
181QLCRKVK FQVDFNL IGWGSW 200 



601 ATC ATCTACCCCAAGC AGTACAACGCCTATCGCTGTGAGGGCGAGIXrrCCTAATCCTGTT 660 
201 I lYPKQYNAYRCEGEC PNPV 220 



661 GGGGAGGAGTTTCATCCGACC AACCATGCATACATCCAGAGTCTGCTGAAACGTTACCAG 720 
221 GE EFHPTNHAYIQSLLKRYQ 240 



721 CCCCACCGAGTCCCTTCC ACTTGTTGTGCCCC AGTGAAGACCAAGCCGCTG AGO ATGCTG 780 
241PHRVPSTCCAPVKTKPLSML 260 



781 TATGTGGATAATGGCAGAGTGCTCCTAGATCACCATAAAGACATGATCGTGGAAGAATGT 840 

261YVDNGRVLLDHHKDMIVEEC 280 

841 GGGTGCCTCTGATGACATCCIXKSAGGGAGACTGGATTTGCCTGCACTCT^ 900 

281 G C L * 300 
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Figure lA (continued) 
Nodal 



901 AAACrCCTGGAAG ACATGATAACCAl^TAATCCAGTAAGG AGAAACAGAGAGGGGCAAAG 960 



961 TTGCTCTGCCCACCAGAACTGAAGAGGAGGGGCnX^CCCACTCTGTAAATGAAGGGCTCAG 1020 



1021 TGGAGTCTGGCCAAGCACAGAGGCTGCTGTCAGGAAGAGGGAGGAAGAAGCCTGTGCAGG 1080 



1081 GGGCTGGCTGGATGTTCTCTTTACTGAAAAGACAG'I'GGCAAGGAAAAGCAAAAAAAAAAA 1140 



1141 AAAAAAAAAAAAAAAA 1156 
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Figure IB 
Lefty 



i GCCITCTCAAGGGACAGCCCCACTCTGCCTCn'GCTCCTCCAGGGCAGCACCATGCAGCC 60 
1 HOP 3 



6 1 CCTGTGGCTCTGCTGGGCACTCTGGGTGTTGCCCCTGGCCAGCCCCGGGGCC^ 120 
4 LW LCWALWVL PLASP G A A L T 23 



121 CGGGGAGCAGCTCCTGGGCAGCCTGCTGCGGCAGCTGCAGCTCAAAGAGGTGCCC ACCCl' 180 
24 GEQLLGSLLRQLQLKEVPTL 43 



181 GGACAGGGCCGACATGGAGGAGCTGGTCATCCCCACCCACGTGAGGGCCCAGTACGTGGC 240 
44 DRADMEELVIPTHVRAQYVA 63 



241 CCTGCTGCAGCGCAGCCACGGGGACCGCTCCCGCGGAAAG AGGTTCAGCCAGAGCTTCCG 300 
64 LLQRSIiGDRS R G K R F S Q S F R 83 



301 AG AGGTGGCCGGCAGGTTCCTGGCGTTGGAGGCCAGCACACACCTGCTGGTGTTCGGC^ 360 
84 EVAGRFLALEASTHLLVFGM 103 



361 GGAGCAGCGGCTGCCGCCCAACAGCGAGCTGGTGCAGGCCGTGCTGCGGCTCTTCCAGGA 420 
104 EQRLPPNSELV QAVLRL FQE 123 



421 GCCGGTCCCCAAGGCCGCGCTGCACAGGCACGGGCGGCTGTCCCCGCGCAGCGCCCGGGC 480 
124 PVPKAALH R H G R L S P R S A R A 143 



481 CCGOSTG ACCGTCG AGTGGCTGCGCXSTCCGCGACG AGGGCTCC AACCGC ACCTCCCTCAT 540 
144 RVTVEWLRVRDDGSNRTSLI 163 



541 CGACTGC AGGCTGGTGTCCGTCCACGAGAGGGGCTGGAAGGCCTTCGACG1X5ACCGAGGC 600 
164 DSRLVSVHESGWKAFDVTEA 183 



601 CGTGAACITCTGGC AGCAGCTGAGCCGGCCCCGGCAGCCGCTGClXXn'ACAGGTGTCGGT 660 
184 VNFWQQLSRPRQPLLLQVSV 203 



661 GCAGAGGGAGC ATCTGGGCCCGCTGGCGTCCGGCGCCCACAAGCTGGTCPGCTTTGCCTC 720 
204 QREHL.GPLASGAHKLVRFAS 223 



721 GC AGGGGGCGCCAGCCGGGCTTGGGGAGCCCC AGCTGGAGCTGCACACCCTGGACCTTGG 7 80 
224 QGAPAGLGEPQLELHTLDLG 243 



781 GGACa^ATGGAGCI'CAGGGCGACTG'rGACCCTGAAGCACCAATGACCGAGGGCACCCGCTG 840 
244 DYGAQGDCDPEAPMTEGTRC 263 



841 CTGCCGCCAf:XSAGATCTACATTGACCTGC AGGGGATGAAGTGGGCCGAGAACTGGGTGCT 900 
264 C RQEMY I DLQ GMKWAEN WVL 283 
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Figure IB (continued) 
Lefty 



901 GGAGCCCCCGGGCT'rCCTGGCl'TATGAGTGTGTGGaCACei'GCCGGCAGC'CCCCGGAGGC 960 

284 EPPGFLAYECVGTCRQPPEA 303 

961 CCTGGCCaTCAAGTGGCCCaTTCTGGGGCC'lXrGACAGTGC ATCGCCTCGGAGACTGACI'C: 1020 

304 LAFKWPFLGPRQCIASETDS 323 

1021 GC1^3CCCATG ATCGTCAGC ATCAAGGAGGGAGGCAGGACCAGGCCCCAGGTGGTCAGCCT 1080 

324 LPMIVSIKEGGRTRPQVVSL 343 

1081 GCCCAACATGAGGGTGCAGAAGTGCAGCTGTGCCTCGGATGGTGCGCTCGTGCCAAGGAG 1140 

344 PNMRV QKCSCA. SDGALVPRR 363 

1141 GCTCCAGCCATAGGCGCCTAGTG'rAGCCATCGAGGGACTTGACTTGlGTGTGTTTCTGAA 1200 

364 L Q P * 366 

1201 GTGTTCGAGGGTACCAGGAGAGCTGGCGATGAC1X3 AACTGCTGA-ITrGACAAAT^ 1260 

1261 GCTCTCrTATGAGCCCTGAATTTGCTTCCTCTG ACAAGTTACCTCACCT^^ 13 2 0 

1321 TCAGGAATGAGAATCTTTGGCC ACTXSGAGAGCCCTTGCTCAGTTTTCTCTA'^^ 1380 

13 81 'ITCACIX^ ACTATA'rrcTAAGCACrr ACATGTGGAGATACTGTAACCTGAGGGCAGAAAG 1440 

1441 CCC AATGTGTCATTGTTTACTTGTCCTGTCACTGGATCTGGGCTAAAGTCCTCC ACCACC 1500 

1501 ACTCTGG ACCT AAGACCTGGGGTTAAGTGTGGGrrGTGCATCCCCAATCCAG AT AATAAA 1560 

1561 GACTTTGTAAAACATGAATAAAACAC ATTTTATTCTAAAAAAAAAAACGGC ACG AGGGGG 1620 

1621 GGCCCGGT ACCCAATTCGCCCTATAGTGAGTCGTATTACAATTCAClXXXrCGTCGTTTT A 1680 

1681 CAACGTCG 1688 
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Figure 2A 
Nodal 

Percent Similarity: 87.279 Percent Identity: 80.919 
IINGEFOB 

X 

muNodal 



1 DVAVDGQNV^FAFDFSFLSQOEDLAWAELRLQLSSPVDLPTEGSLAIEIF 50 

ll-MIIIIMIIM|{|:||M|::|lll-U:hlllM-hll 
66 DVUVTGQNV/rFTFDFSFLSQEEDLVWADVRLQLPGPMDIPTEGPLTIDIF 115 

51 HQ PKPDTEQASDSCLERFQMDLFTVTLSQVTFSiaSSMVLEV'fRPLSKWLK 100 

Ihl-M nil: h III- Mill- II IMIhlllllll 

116 hqakgdperdpaix:leriwmetftvipsqvitasgstvlevtkplskwlk 165 

101 RPGALEKQt4SRVAGECWPRPPTPP. . .A'lWLLMLYSNLSQEQRQLGGST 147 

I llllhl- h.|l--l III !■■ :|||lll ■llllllll-l 

166 DPRALEKQVSSRAEKCWIQPYTPPVPVAS'IWlJ^r.YSNKPgEQRQIjGGAT 215 

14 8 LLWEAESSWRAQEGQLSV^. . .WGKRHRRltm.PDRSQLCRKVKFOVDFNL 194 

IIIIIMIIIIIIIIII I IhhIIIIIMIIIIIhlllllllM 
216 1J:.WEAESSWRAQEGQLSVERGGWGRRQRRHKLPDRSQLCRRVKFQVDFNL 2 65 

195 IGWJSWIIYPKQYNAYRCEGECPNPVGEEFHPTTJHAYIOSLLKRYQPHRV 244 

iiiiiiiiilliiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiii 

266 IGWGSWIIYPKQYNAYRCEGECPNPVGEEFHFITIHAYIQSULKRYQPHRV 315 
245 PSTCC7\PVKTKPLS^EL.YVDNGRVLLDHHKDMIVEECGCL 283 

II IIIIIMIIIIIIIIII I III! hlllllMIIIIM 

316 PSTCCAPVKTKPLSMLYVDNGRVLLEHHKDMIVEECGCL 354 
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Figure 2B 
Lefty 



Percent Similarity: 88.52S Percent Identity: 81.967 
HUKEJ46 

X 

muLe £ ty 



1 MQPLWbCWALWVLPLASPGAALTGEQLLGSFXRQLOLKEVPrLDRADIlEE 50 

I ' I I I I I I I I • M ■ I • I I I I I I 0 I I I M I I I . : • I • I I : I h h 
1 MPITjWU^JALWALSLVSLREALTGEOILGSLLQQLQLDQPFVLDKADVEG 50 

51 LVIFntVRAQYVALLQRSHGDRSRGKRFSOSFREVAGRFLALEASTHLLV 100 

:|||.|||.||||||hl|:-lllllllll-HIII|IM- Mlllll 
51 I'lVIPSHVRTQyVAJXQHSHASRSRGKRFSQha.REVAGRFLVSETSTHLLV 100 

101 FGMEQRLPPNSELVQAVLRLFQEPVPKAAi^HRHGRLSPRSARAKVTVEVa. 150 

lllllllllllllllllllllllllh-lhh lllhllllllhlll 

101 FGMEQRiiPPNSELVQAVLRLFQEPVPRTALRRQKRLSPHSARARVTIEVVL 150 
151 R\/RDDGSNRTSLIDSRLVSVI-r£SGWKAFDVTEAWIFV/CXlLSRPRQPLLLO 200 

MIIIIIII-IIIIMIhlllllllllllllllllllMIIIIIIIII 

151 RFRDIX;S^mTALIDSRLVSIHESGWKAFDVTEAVNFWQQLSRPR0PLLLX3 200 
201 VSVQREIILGPLASGAHKLVRFASQGAPA. . GLGEPOLELirrLDLGDYGAQ 24 8 

llllllllll ■■:-IIIIIIMI-l- I Mil nil III I Mill 

201 VSVQRFJiUSPGTWSSHKIjVRFAAQGTPDGKGQGEPQLELHTLDLKDYGAQ 2 50 
249 GIX:DPEAP^^^EGTRCCRQEMyIDU:)G^4KWAE^MVLEPPGFLAYECVGTCR 2 98 

|:||||||:Mlllllllllhlll!llllllhllllllMIIII-l 

251 GNCDPEAPVrrEGTRCCRQEMYLDLQGMKWAENWILEPPGFL'JTECVGSCL 300 

299 QPPEALAFKWPFLGPRQCIASEl'DSLPMIVSIKEGGRTRPQWSLPhmV 348 

I IM- :| I II I Mil: I II -I I II II hi III II Mill I llllll 
301 QLPESLTSRWPFLGPRQCVASEMTSLPMIVSVKEGGRTRPQWSLPNMRV 350 

349 QKCSCASDGALVPRRLQP 356 

MMMIIIhllMM 

351 QTCSCASDGALI PRRLQP 368 



6 / 8 



wo 99/09198 



PCT/US98/172n 



Figure 3A 
Nodal 



I 1 1 1 1 1 I 1 1 1 1 1 r 1 n 

20 40 60 80 100 120 140 160 180 200 220 240 260 280 

■ Alpha, Regions • Garnier-Robson 

■ Bela, Regions • Garnfer-Robson 
nUuuV pj-ii^-^s ■ CMf-i: ^:^■i.r':y■ 
aTurn, Regions • Garnief-Robson 

Hh*-*«-fl-f-5 ^ HH- a IB a — J nhyn.n'^-yr< en-, f.-,-,,. 

_^ 1 II — Q_(] — □ — I H Q DCoil. Regions • Gamier-Robson 



oHydfOphilicity Plot - KytB-Dootitlle 




□ Hydrophobicity Plot • Hopp Woods 



■ Alphn. AfTiphtpnltiic Regions ■ EisenOerg 

■ Dela, Amphipathic Regions - Eisenberg 
D Flexible Regions - Karplus-Schuiz 



□Antigenic Index - Jameson-WoK 



□Surface Probability Plot • Emini 
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Figure 3B 
Lefty 



* 25 50 75 100 125 150 175 200 225 250 275 300 325 350 ' 




B Alpha, Regions - Garnier-Hobson 
a Beta, Regions ■ Garnier-Robson 

IfrfMiv. nr;;)U,Hrt CMUU-F.ISrM" 

□ Turn, Regions - Garnier-Robson 

a Ttjrn. Rt;•.;■;.■ll^ r.MivU-F(l:>tM,l': 

DCoil, Regions - Garnier-Robson 

□ Hydrophilicily Plot • KytG-Dootinle 



DHydrophobicity Plot ■ Hopp-Woods 



a Alpha. Amphipalhic Regions - Eisent^erg 
■ Beta. Amphipalhic Regions • Eisenberg 
□ Flexible Regions - Karplus-SchuU 



□ Antigenic Index - Jameson-Wolf 



Surface Probability Plot - Eminr 
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1 

SEQUENCE LISTING 



<110> Ebner, et al 

Human Genome Sciences, Inc. et al . 

<120> Human Nodal and Lefty Polypeptides 

<130> PF380 



<140> Unassigned 
<141> 1998-08-20 

<150> 60/056,565 
<151> 1997-08-21 



<160> 16 



<170> Patentin Ver. 2.0 



<210> 1 

<211> 1156 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> (1) . . (849) 

<220> 

<221> sig_peptide 
<222> (1) . . (849) 



<400> 1 

gat gtg gca gtg gat ggg cag aac tgg acg' ttt get ttt gac ttctcc 48 

Asp Val Ala Val Asp Gly Gin Asn Trp Thr Phe Ala Phe Asp Phe Ser 
1 5 10 ■ 15 

ttc ctg age caa caa gag gat ctg gca tgg get gag etc egg ctg cag 96 
Phe Leu Ser Gin Gin Glu Asp Leu Ala Trp Ala Glu Leu Arg Leu Gin 
20 25 30 

ctg tec age cct gtg gac etc ccc act gag ggc tea ctt gcc att gag 
Leu Ser Ser Pro Val Asp Leu Pro Thr Glu Gly Ser Leu Ala He Glu 
35 40 45 

att ttc cac cag cca aag ccc gac aca gag cag get tea gac age tgc 
He Phe His Gin Pro Lys Pro Asp Thr Glu Gin Ala Ser Asp Ser Cys 
50 55 60 ' 

tta gag egg ttt cag atg gac eta ttc act gtc act ttg tec cag gtc 
Leu Glu Arg Phe Gin Met Asp Leu Phe Thr Val Thr Leu Ser Gin Val 
65 70 75 80 

acc ttt tec ttg ggc age atg gtt ttg gag gtg acc agg cct etc tec 288 
Thr Phe Ser Leu Gly Ser Met Val Leu Glu Val Thr Arg Pro Leu Ser 
85 90 95 



aag tgg ctg aag cgc cct ggg gcc ctg gag aag cag atg tec agg gta 
Lys Trp Leu Lys Arg Pro Gly Ala Leu Glu Lys Gin Met Ser Arg Val 
100 105 110 

get gga gag tgc tgg ccg egg ccc ccc aca ccg cct gcc acc aat gtg 



144 



192 



240 



336 



384 
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Ala Gly Glu Cys Trp Pro Arg Pro Pro Thr Pro Pro Ala Thr Asn Val 
115 120 125 

etc ctt atg etc tac tec aac etc teg cag gag cag agg cag etg ggt 432 
Leu Leu Met Leu Tyr Ser Asn Leu Ser Gin Glu Gin Arg Gin Leu Gly 
130 135 140 

ggg tec aec ttg ctg tgg gaa gee gag age tee tgg egg gee cag gag 480 
Gly Ser Thr Leu Leu Trp Glu Ala Glu Ser Ser Trp Arg Ala Gin Glu 
145 150 155 160 

gga cag etg tec tgg gag tgg ggc aag agg cac cgt cga cat cac ttg 528 
Gly Gin Leu Ser Trp Glu Trp Gly Lys Arg His Arg Arg His His Leu 
.165 170 175 

cea gad aga agt caa etg tgt egg aag gtc aag ttc cag gtg gac ttc 576 
Pro Asp Arg Ser Gin Leu Cys Arg Lys Val Lys Phe Gin Val Asp Phe 
180 18-5 190 

aac ctg ate gga tgg ggc tec tgg ate ate tac ecc aag cag tae aae 624 
Asn Leu lie Gly Trp Gly Ser Trp lie lie Tyr Pro Lys Gin Tyr Asn 
195 200 205 

gcc tat ege tgt gag ggc gag tgt cet aat cet gtt ggg gag gag ttt 672 
Ala Tyr Arg Cys Glu Gly Glu Cys Pro Asn Pro Val Gly Glu Glu Phe 
210 215 220 

cat ceg aec aac eat gca tac ate cag agt ctg ctg aaa cgt tac cag 720 
His Pro Thr Asn His Ala Tyr lie Gin Ser Leu Leu Lys Arg Tyr Gin 
225 230 235 240 

ecc cac ega gtc cet tec act tgt tgt gee cea gtg. aag acc aag ccg 768 
Pro His Arg Val Pro Ser Thr Cys Cys Ala Pro Val Lys Thr Lys Pro 
245 250 255 

ctg age atg ctg tat gtg gat aat ggc aga gtg etc eta gat cac eat 816 
Leu Ser Met Leu Tyr Val Asp Asn Gly Arg Val Leu Leu Asp His His 
260 265 270 

aaa gac atg ate gtg gaa gaa tgt ggg tgc etc tgatgacatc ctggagggag 869 
Lys Asp Met He Val Glu Glu Cys Gly Cys Leu 
275 280 

actggatttg ectgcactct ggaaggetgg gaaactcctg gaagacatga taaccatcta 929 

atccagtaag gagaaacaga gaggggcaaa gttgetctgc ccaecagaac tgaagaggag 989 

gggetgccca ctctgtaaat gaagggctca gtggagtctg gccaageaca gaggctgctg 104 9 

tcaggaagag ggaggaagaa gcctgtgcag ggggetggct ggatgttetc tttactgaaa 1109 

agacagtggc aaggaaaage aaaaaaaaaa aaaaaaaaaa aaaaaaa 1156 



<210> 2 
<211> 283 
<212> PRT 

<213> Homo sapiens 
<400> 2 

Asp Val Ala Val Asp Gly Gin Asn Trp Thr Phe Ala Phe Asp Phe Ser 

1 5 10 - 15 
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Phe Leu Ser Gin Gin Glu Asp Leu Ala Trp Ala Glu Leu Arg Leu Gin 
^20 25 30 

Leu Ser Ser Pro Val Asp Leu Pro Thr Glu Gly Ser Leu Ala He Glu 
35 40 45 

He Phe His Gin Pro Lys Pro Asp Thr Glu Gin Ala Ser Asp Ser Cys 
50 55 60 

Leu Glu Arg Phe Gin Met Asp Leu Phe Thr Val Thr Leu Ser Gin Val 
65 70 75 80 

Thr Phe Ser Leu Gly Ser Met Val Leu Glu Val Thr Arg Pro Leu Ser 
85 90 95 

Lys Trp Leu Lys Arg Pro Gly Ala Leu Glu Lys Gin Met Ser Arg Val 
100 ^ 105 110 

Ala Gly Glu Cys Trp Pro Arg Pro Pro Thr Pro Pro Ala Thr Asn Val 
115 120 125 

Leu Leu Met Leu Tyr Ser Asn Leu Ser Gin Glu Gin Arg Gin Leu Gly 
130 135 140 

Gly Ser Thr Leu Leu Trp Glu Ala Glu Ser Ser Trp Arg Ala Gin Glu 
145 150 155 160 

Gly Gin Leu Ser Trp Glu Trp Gly Lys Arg His Arg Arg His His Leu 
165 170 175 

Pro Asp Arg Ser Gin Leu Cys Arg Lys Val Lys Phe Gin Val Asp Phe 
180 185 190 

Asn Leu He Gly Trp Gly Ser Trp He He Tyr Pro Lys Gin tyr Asn 
195 200 205 

Ala Tyr Arg Cys Glu Gly Glu Cys Pro Asn Pro Val Gly Glu Glu Phe 
210 215 220 

His Pro Thr Asn His Ala Tyr He Gin Ser Leu Leu Lys Arg Tyr Gin 
225 230 235 240 

Pro His Arg Val Pro Ser Thr Cys Cys Ala Pro Val Lys Thr Lys Pro 
245 250 255 

Leu Ser Met Leu Tyr Val Asp Asn Gly Arg Val Leu Leu Asp His His 
260 265 270 

Lys Asp Met He Val Glu Glu Cys Gly Cys Leu 
275 280 



<210> 3 
<211> 1688 
<212> DNIA 

<213> Homo sapiens 

<220> 

<221> CDS 

<222> {53}'.'. (1150) 
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<220> 

<221> mat_peptide 
<222> (107) . . (1150) 

<220> 

<221> sig^peptide 
<222> (53) . . (106) 

<400> 3 

gccttctcaa gggacagccc cactctgcct cttgctcctc cagggcagca cc atg cag 58 

Met Gin 



ccc ctg tgg etc tgc tgg gca etc tgg gtg ttg ccc ctg gcc age ccc 
Pro Leu Trp Leu Cys Trp Ala Leu Trp Val Leu Pro Leu Ala Ser Pro 
-15 -10' -5 -1 



cgc age cac ggg gac cge tec cgc gga aag agg ttc age cag age ttc 
Arg Ser His Gly Asp Arg Ser Arg Gly Lys Arg Phe Ser Gin Ser Phe 
50 55 60 



gac gtg ace gag gee gtg aac ttc tgg cag cag etg age egg ecc egg 
Asp Val Thr Glu Ala Val Asn Phe Trp Gin Gin Le.u Ser Arg Pro Arg 
165 170 175 



106 



ggg gcc gee ctg aee ggg gag cag cte etg gge age ctg ctg egg cag 154 
Gly Ala Ala Leu Thr Gly Glu Gin Leu Leu Gly Ser Leu Leu Arg Gin 
1 5 10 15 

etg cag cte aaa gag gtg ccc aee ctg gae agg gcc gac atg gag gag 202 
Leu Gin Leu Lys Glu Val Pro Thr Leu Asp Arg Ala Asp Met Glu Glu 
20 25 30 

etg gtc ate cee ace cac gtg agg gee eag tae gtg gcc etg ctg cag 250 
Leu Val He Pro Thr His Val Arg Ala Gin Tyr Val Ala Leu Leu Gin 
35 40 45 



298 



ega gag gtg gcc ggc agg ttc etg geg ttg gag gee age aea cac ctg 34 6 
Arg Glu Val Ala Gly Arg Phe Leu Ala Leu Glu Ala Ser Thr His Leu 
65 70 75 80 

ctg gtg ttc gge atg gag cag egg ctg ecg ccc aac age gag etg gtg 394 
Leu Val Phe Gly Met Glu Gin Arg Leu Pro Pro Asn Ser Glu Leu Val 
85 90 95 

eag gee gtg etg egg etc tte cag gag eeg gtc ccc aag gcc gcg ctg 442 
Gin Ala Val Leu Arg Leu Phe Gin Glu Pro Val Pro Lys Ala Ala Leu 
100 105 110 

eac agg cac ggg egg ctg tee ecg cge age gcc egg gee egg gtg aee 490 
His Arg His Gly Arg Leu Ser Pro Arg Ser Ala Arg Ala Arg Val Thr 
115 120 125 

gte gag tgg ctg cge gtc cgc gac gac ggc tee aae cge acc tec cte 538 
Val Glu Trp Leu Arg Val Arg Asp Asp Gly Ser Asn Arg Thr Ser Leu 
130 135 140 

ate gac tee agg etg gtg tec gtc cac gag age ggc tgg aag gcc ttc 586 
He Asp Ser Arg Leu Val Ser Val His Glu Ser Gly Trp Lys Ala Phe 
145 150 155 160 



634 



cag ecg erg etg eta cag gtg teg gtg cag agg gag eat ctg gge ecg 
Gin Pro Leu Leu Leu Gin Val Ser Val Gin Arg Glu His Leu Gly Pro 



682 



wo 99/09198 PCT/US98/1721 1 

5 

180 185 190 

ctg gcg tec ggc gcc cac aag ctg gtc cgc ttt gcc teg cag ggg gcg 730 
Leu Ala Ser Gly Ala His Lys Leu Val Arg Phe Ala Ser Gin Gly Ala 
195 ^ 200 205 

oca gcc ggg ctt ggg gag ccc cag ctg gag ctg cac acc ctg gac ctt 778 
Pro Ala Gly Leu Gly Glu Pro Gin Leu Glu Leu His Thr Leu Asp Leu 
210 215 220 

ggg gac tat gga get cag ggc gac tgt gac ect gaa gca cca atg acc 825 
Gly Asp Tyr Gly Ala Gin Gly Asp Cys Asp Pro Glu Ala Pro Met Thr 
225 230 235 240 

gag ggc acc cgc tgc tgc cgc cag gag atg tac att gac ctg cag ggg 874 
Glu Gly Thr Arg Cys Cys Arg Gin Glu Met Tyr lie Asp Leu Gin Gly 
245 250 255 

atg aag tgg gcc gag aac tgg gtg ctg gag ccc ccg ggc ttc ctg get ■ 922 
Met Lys Trp Ala Glu Asn Trp Val Leu Glu Pro Pro Gly Phe Leu Ala 
260 265 270 

tat gag tgt gtg ggc acc tgc egg cag ccc ccg gag gcc ctg gcc ttc 970 
Tyr Glu Cys Val Gly Thr Cys. Arg Gin Pro Pro Glu Ala Leu Ala Phe 
275 280 285 

aag tgg ccg ttt ctg ggg cct cga cag tgc ate gcc teg gag act gac 1018 
Lys Trp Pro Phe Leu Gly Pro Arg Gin Cys lie Ala Ser Glu Thr Asp. 
290 295 300 



teg ctg ccc atg ate gtc age ate aag gag gga ggc agg ace agg ccc 
Ser Leu Pro Met lie Val Ser lie Lys Glu Gly Gly Arg Thr Arg Pro 
305 310 315 320 



1066 



cag gtg gtc age ctg ccc aac atg agg gtg cag aag tgc age tgt gcc 1114 
Gin Val Val Ser Leu Pro Asn Met Arg Val Gin Lys Cys Ser Cys Ala 
325 330 335 

teg gat ggt gcg etc gtg cca agg agg etc cag cca taggcgecta 1160 
Ser Asp Gly Ala Leu Val Pro Arg Arg Leu Gin Pro 
340 345 



gtgtagccat 


cgagggaett 


gacttgtgtg 


tgtttctgaa 


gtgttegagg 


gtaccaggag 


1220 


agetggcgat 


gaetgaaetg 


ctgatggaca 


aatgctctgt 


gctctetatg 


agecctgaat 


1280 


ttgcttcctc 


tgacaagtta 


ectcacctaa 


tttttgcttc 


tcaggaatga 


gaatctttgg 


1340 


ecaetggaga 


gcecttgctc 


agttttctct 


attcttatta 


ttcaetgeac 


tatattctaa 


1400 


geaettacat 


gtggagatac 


tgtaaeetga 


gggeagaaag 


cccaatgtgt 


cattgtttac 


1460 


ttgtectgtc 


actggatctg 


ggctaaagte 


etccaccacc 


aetctggace 


taagacetgg 


1520 


ggttaagtgt 


gggttgtgea 


tccccaatcc 


agataataaa 


gactttgtaa 


aacatgaata 


1580 


aaacacattt 


tattctaaaa 


aaaaaaaegg 


cacgaggggg 


ggeceggtae 


eeaattcgcc 


1640 


ctatagtgag 


tcgtattaca 


attcactggc 


cgtcgtttta 


caacgtcg 




1688 



<210> 4 
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<211> 366 
<212> PRT 

<213> Homo sapiens 
<400> 4 

Met Gin Pro Leu Trp Leu Cys Trp Ala Leu Trp Val Leu Pro Leu Ala 
-15 -10 . -5. 

Ser Pro Gly Ala Ala Leu Thr Gly Glu Gin Leu Leu Gly Ser Leu Leu 
-11 5 • 10 ■ 

Arg Gin Leu Gin Leu Lys Glu Val Pro Thr Leu Asp Arg Ala Asp Met 
15 20 25 30 

Glu Glu Leu Val He Pro Thr His Val Arg Ala Gin Tyr Val Ala Leu 
35 40 45 

Leu Gin Arg Ser His Gly Asp Arg Ser Arg Gly Lys Arg Phe Ser Gin 
50 55 60 

Ser Phe Arg Glu Val Ala Gly Arg Phe Leu Ala Leu Glu Ala Ser Thr 
65 70 75 

His Leu Leu Val Phe Gly Met Glu Gin Arg Leu Pro Pro Asn Ser Glu 
80 85 9b 

Leu Val Gin Ala Val Leu Arg Leu Phe Gin Glu Pro Val Pro Lys Ala 
95 100 . 105 110 

Ala Leu His Arg His Gly Arg Leu Ser Pro Arg Ser Ala Arg Ala Arg 
115 120 125 

Val Thr Val Glu Trp Leu Arg Val Arg Asp Asp Gly Ser Asn Arg Thr 
130 135 140 

Ser Leu He Asp Ser Arg Leu Val Ser Val His Glu Ser Gly Trp Lys 
145 150 155 

Ala Phe Asp Val Thr Glu Ala Val Asn Phe Trp Gin Gin Leu Ser Arg 
160 165 170 

Pro Arg Gin Pro Leu Leu Leu Gin Val Ser Val Gin Arg Glu His Leu 
175 180 185 190 

Gly Pro Leu Ala Ser Gly Ala His Lys Leu Val Arg Phe Ala Ser Gin 
195 200 205 

Gly Ala Pro Ala Gly Leu Gly Glu Pro Gin Leu Glu Leu His Thr Leu 
210 215 220 

Asp Leu Gly Asp Tyr Gly Ala Gin Gly Asp Cys Asp Pro Glu Ala Pro 
225 230 235 

Met Thr Glu Gly Thr Arg Cys Cys Arg Gin Glu Met Tyr He Asp Leu 
240 245 250 

Gin Gly Met Lys Trp Ala Glu Asn Trp Val Leu Glu Pro Pro Gly Phe 
255 260 265 270 

Leu Ala Tyr Glu Cys Val Gly Thr Cys Arg Gin Pro Pro Glu Ala Leu 
275 280 285 
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Ala Phe Lys Trp Pro 
290 

Thr Asp Ser Leu Pro 
305 

Arg Pro Gin Val Val 
320 

Cys Ala Ser Asp Gly 
335 



7 

Phe Leu Gly Pro Arg Gin 
295 

Met lie Val Ser He Lys 
310 

Ser Leu Pro Asn Met Arg 
325 

Ala Leu Val Pro Arg Arg 
340 345 



Cys He Ala Ser Glu 
300 

Glu Gly Gly Arg Thr 
315 

Val Gin Lys Cys Ser 
330 

Leu Gin Pro 



<210> 5 
<211> 354 
<212> PRT 

<213> Homo sapiens 
<400> 5 

Met Ser Ala His Ser Leu Arg lie Leu Leu Leu Gin Ala Cys Trp Ala 
15 10 15 

Leu Leu His Pro Arg Ala Pro Thr Ala Ala Ala Leu Pro Leu Trp Thr 
20 25 . 30 

Arg Gly Gin Pro Ser Ser Pro Ser Pro Leu Ala Tyr Met Leu Ser Leu 
35 40 45 

Tyr Arg Asp Pro Leu Pro Arg Ala Asp He He Arg Ser Leu Gin Ala 
50 55 60 

Gin Asp Val Asp Val Thr Gly Gin Asn Trp Thr Phe Thr Phe Asp Phe 
65 70 75 80 

Ser Phe Leu Ser Gin Glu Glu Asp Leu Val Trp Ala Asp Val Arg Leu 
85 90 95 

Gin Leu Pro Gly Pro Met Asp He Pro Thr Glu Gly Pro Leu Thr He 
100 105 110 

Asp He Phe His Gin Ala Lys Gly Asp Pro Glu Arg Asp Pro Ala Asp 
115 120 125 

Cys Leu Glu Arg He Trp Met Glu Thr Phe Thr Val He Pro Ser Gin 
130 135 140 

Val Thr Phe Ala Ser Gly Ser Thr ;Val Leu Glu Val Thr Lys Pro Leu 
145 150 155 160 

Ser Lys Trp Leu Lys Asp Pro Arg Ala Leu Glu Lys Gin Val Ser Ser 
165 170 175 

Arg Ala Glu Lys Cys Trp His ,Gln Pro Tyr Thr Pro Pro Val Pro Val 
180 185 190 

Ala Ser Thr Asn Val Leu Met Leu Tyr Ser Asn Arg Pro Gin Glu Gin 
195 200 205 

Arg Gin Leu Gly Gly Ala Thr Leu Leu Trp Glu Ala Glu Ser Ser Trp 
210 215 220 



Arg Ala Gin Glu Gly Gin Leu Ser Val Glu Arg Gly Gly Trp Gly Arg 
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240 



Arg Gin Arg Arg 



Val Lys Phe Gin 
260 

lie Tyr Pro Lys 
275 

Asn Pro Val Gly 
290 

Ser Leu Leu Lys 
305 

Ala Pro Val Lys 



Arg Val Leu Leu 
340 

Cys Leu 



His His Leu Pro 
245 

Val Asp Phe Asn 



Gin Tyr Asn Ala 
280 

Glu Glu Phe His 
295 

Arg Tyr Gin Pro 
310 

Thr Lys Pro Leu 
325 

Glu His His Lys 



Asp Arg Ser Gin 
250 

Leu lie Gly Trp 
265 

Tyr Arg Cys Glu 



Pro Thr Asn His 
300 

His Arg Val Pro 
315 

Ser Met Leu Tyr 
330 

Asp Met lie Val 
345 



Leu Cys Arg Arg 
255 

Gly Ser Trp lie 
270 

Gly Glu Cys Pro 
285 

Ala Tyr lie Gin 



Ser Thr Cys Cys 
320 

Val Asp Asn Gly 
335 

Glu Glu Cys Gly 
350 



<210> 6 
<211> 368 
<212> PRT 

<213> Homo sapiens 
<400> 6 

Met Pro Phe Leu Trp Leu Cys Trp Ala Leu Trp Ala Leu Ser Leu Val 
15 10 15 

Ser Leu Arg Glu Ala Leu Thr Gly Glu Gin lie Leu Gly Ser Leu Leu 
20 25 30 

Gin Gin Leu Gin Leu Asp Gin Pro Pro Val Leu Asp Lys Ala Asp Val 
35 40 45 

Glu Gly Met Val lie Pro Ser His Val Arg Thr Gin Tyr Val Ala Leu 
50 55 60 

Leu Gin His Ser His Ala Ser Arg Ser Arg Gly Lys Arg Phe Ser Gin 
65 70 75 80 

Asn Leu Arg Glu Val Ala Gly Arg Phe Leu Val Ser Glu Thr Ser Thr 
85 90 95 

His Leu Leu Val Phe Gly Met Glu Gin Arg Leu Pro Pro Asn Ser Glu 
100 105 110 

Leu Val Gin Ala Val Leu Arg Leu Phe Gin Glu Pro Val Pro Arg Thr 
115 120 125 

Ala Leu Arg Arg Gin Lys Arg Leu Ser Pro His Ser Ala Arg Ala Arg 
130 135 140 



Val Thr He- Glu Trp Leu Arg Phe Arg Asp Asp Gly Ser Asn Arg Thr 
145 150 155 160 
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Ala Leu lie Asp Ser Arg Leu Val Ser lie His Glu Ser Gly Trp Lys 
165 170 175 

Ala Phe Asp Val Thr Glu Ala Val Asn Phe Trp Gin Gin Leu Ser Arg 
180 185 190 

Pro Arg Gin Pro Leu Leu Leu Gin Val Ser Val Gin Arg Glu His Leu 
195 200 205 

Gly Pro Gly Thr Trp Ser Ser. His Lys Leu Val Arg Phe Ala Ala Gin 
210 215 220 

Gly Thr Pro Asp Gly Lys Gly Gin Gly Glu Pro Gin Leu Glu Leu His 
225 230 235 . 240 

Thr Leu Asp Leu Lys Asp Tyr Gly Ala Gin Gly Asn Cys Asp Pro Glu 
245 ,250 255 

Ala Pro Val Thr Glu Gly Thr Arg Cys Cys Arg Gin Glu Met Tyr Leu 
260 ^ 265 270 

Asp Leu Gin Gly Met Lys Trp Ala Glu Asn Trp lie Leu Glu Pro Pro 
275 280 285 

Gly Phe Leu Thr Tyr Glu Cys Val Gly Ser Cys Leu Gin Leu Pro Glu 
290 295 300 

Ser Leu Thr Ser Arg Trp Pro Phe Leu Gly Pro Arg Gin Cys Val Ala 
305 310 315 320 

Ser Glu Met Thr Ser Leu Pro Met lie Val Ser Val Lys Glu Gly Gly 
325 330 335 

Arg Thr Arg Pro Gin Val Val Ser Leu Pro Asn Met Arg Val Gin Thr 
340 345 350 



Cys Ser Cys Ala Ser Asp Gly Ala Leu lie Pro Arg Arg Leu Gin Pro 
355 360 365 



<210> 7 

<211> 305 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> misc_feature 
<222> (5) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_feature 
<222> (28) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_f eature 
<222> (36) . . (38) 
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<223> n equals a, t, g, or c 
<220> 

<221> misc_feature 
<222> (44) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_f eature 
<222> (67) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_feature 
<222> (101) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_f eature 
<222> (133) 

<223> n equals a, t, g, or c 
<220> 

<221> ' mi sc_f eature 
<222> (149) 

<223> n equals a, t, g, or c 
<220> 

<221> inisc_f eature 
<222> (154) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_f eature 
<222> (195) 

<223> n equals a, t, g, or c 
<220> 

<221> inisc_f eature 
<222> (258) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_f eature 
<222> (272) 

<223> n equals a, t, g, or c 
<220> 

<221> misc_feature 
<222> (299) 

<223> n equals a, t, g, or c 
<400> 7 

ggcanagcag ctcctgggca gcctgctngg cacrcnnnta caangaggtg ccaaacctgg 60 
acagggncga catggaggag ctggtcatcc ccacccacgt nagggaacca gtacgtggcc 120 
ctgctgcagc gcncaacggg gaaccactnc ccgngaaana gaggttcagc cagagcttcc 180 
ggcagccccc ggagnccctg gcctrcaagt ggccgttttt ggggcctcga cagtncatcg 240 
nctcggagac tgattcgntg cccatgatcg tncaacatca aggagggagg caggaccang 300 
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305 



<210> 8 
<211> 110 
<212> DNA 

<213> Homo sapiens 
<400> 8 

tcaagggngc agccccactc tgcctcttgn tccttccagg ggtagcacca tgcagcccct 60 
gtggatctgc tgggcactct gggtgttgcc cctgggcann cccggggncn 110 



<210> 9 
<211> 29 
<212> DNA 

<2I3> Homo sapiens 
<400> 9 

cgcggatccc atcacttgcc agacagaag , . 29 



<210> 10 
<211> 42 
<212> DNA 

<213> Homo sapiens 
<400> 10 

gtacgcaagc ttgcaggcaa atccagtctc cctccaggga tg 42 



<210> 11 
<211> 36 
<212> DNA 

<213> Homo sapiens 
<400> 11 

caattggatc cacttgccag acagagaact caactg 36 



<210> 12 
<211> 39 
<212> DNA 

<213> Homo sapiens 
<400> 12' 

cacrtaggta ccatgtcatc agaggcaccc acattcttc 39 



<210> 13 
<211> 131 
<212> DNA 

<213> Homo sapiens 
<400> 13 

gccggatccg ccaccatgaa ctccttctcc acaagcgcct tcggtccagt tgccttctcc 60 
ctggggctgc tcctggtgtt gcctgctgcc ttccctgccc cagtcatcac ttgccagaca 120 
gaagtcaact g 131 
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<210> 14 
<211> 36 
<212> DNA 

<213> Homo sapiens 
<400> 14 

ggctctagaa tgtcatcaga ggcacccaca ttcttc 36 



<210> 15 
<211> 36 
<212> DNA 

<213> Homo sapiens 
<400> 15 

gactggatcc catacttgcc agacagaagt caactg 36 



<210> 16 

<211> 39 

<212> DNA 

<213> Homo sapiens 



<400> 16 

cacttaggta ccatgtcatc agaggcaccc acattcttc 



39 
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